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(54) Process for producing dietary sterol fatty acid esters 



(57) A process for enzymaticaliy producing, from a 
vegetable oil deodorizer distillate, a dietary sterol fatty 
acid ester superior in flavor qualities (e.g., color, odor 
and taste) and safety and containing no or little trans 
fatty acids, wherein the conditions for treatment of the 
starting material, synthetic reaction and subsequent pu- 
rification are controlled so that the sterol fatty acid ester 
becomes applicable as a daily food material, a health 
food material or a pharmaceutical material. In the proc- 
ess, fatty acid esters, e.g., triacylglycerol, in the vege- 
table oil deodorizer distillate are previously degraded by 
hydrolysis with a chemical catalyst, fatty acids produced 



in the hydrolysis are removed by molecular distillation 
to give a sterol containing fraction. The sterol-contain- 
ing fraction is added with any fat and oil primarily com- 
prising triacylglycerol. The mixture is used as the start- 
ing material, ani the synthetic reaction is performed un- 
der strictly coAj-olled conditions using a lipolytic en- 
zyme. 

The resulting product undergoes several steps of puri- 
fication process to provide qualities suitable for a food 
material. 
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Description 

BACKGROUND OF THE INVENTION 
1 . Field of the invention 



[0001] The present invention relates to a process for enzymatically producing a dietary sterol fatty acid ester (i.e., a 
sterol fatty acid ester for food) from a vegetable oil deodorizer distillate using a lipolytic enzyme. 
[0002] Particularly, the first aspect of the present invention relates to a process for enzymatically producing a phys- 
iologically active, inexpensive dietary sterol fatty acid ester from a vegetable oil deodorizer distillate using a lipolytic 
enzyme such as a lipase as a catalyst. 

[0003] The second aspect of the present invention relates to a process for producing a dietary sterol fatty acid ester 
from a vegetable oil deodorizer distillate at low cost. 

[0004] The third aspect of the present invention relates to a process for producing a dietary sterol fatty acid ester 
from a vegetable oil deodorizer distillate at low cost, more specif icalfy a process for producing a dietary sterol fatty acid 
ester from a vegetable oil deodorizer distillate using a lipolytic enzyme capable of selectively esterifying cis fatty acids. 



2. Description of the Related Art 



[0005] In the purification processes for plant oils such as soybean oil and rapeseed oil, various sterols such as p- 
sitosterol are usually produced as parts of unsaponifiable matters. Particularly p-sitosterol is known to have an effect 
of reducing plasma cholesterol level in the body. It has recently become apparent that p-sitostanol, a saturated form 
of p-sitosterol, has a more potent effect of reducing plasma cholesterol level than p-sitosterol and has been focused. 
[0006] However, since the above-mentioned free sterols and free stands are insoluble in the micellar phase in the 
digestive tract, they are not appropriate for intake to develop their physiological effects. In order to improve the fat- 
solubility thereof, it has been proposed to modify them in the form of a sterol fatty acid ester. In recent years, it has 
been attempted to add a sterol fatty acid ester into various food products such as margarine with vegetableterol. 
[0007] A sterol fatty acid ester has currently been used mostly in a cholesteric liquid crystal and as a hydrophilic 
base material for pharmaceuticals and cosmetics. Such a sterol fatty acid ester has been produced by chemical syn- 
30 thesis with an acidic or basic catalyst. In chemical synthesis, however, the reaction should be conducted under extreme 
and severe conditions in most instances, and several problems may arise such as degraded quality of a product and 
generation of undesirable by-products. Consequently, it is unavoidable to employ highly complicated purification steps 
after the synthetic reaction. If contemplating the use in food products or pharmaceuticals, there will be a problem that 
they may be contaminated with by-products or reaction catalysts. 

[0008] In order to avoid the disadvantages as mentioned above, use of an enzyme in the synthesis reaction has 
been studied. 

[0009] Such an enzyme includes a cholesterol esterase and a lipase. Both types of enzymes are categorized as 
carboxylic acid ester hydrolase. A cholesterol esterase is defined as an enzyme which can break a cholesterol fatty 
acid ester into a free sterol and a free fatty acid through hydrolysis. A lipase, which usually means triacylgrycerol lipase, 
is defined as an enzyme which can break a glycerol fatty acid ester into glycerol and free fatty acids through hydrolysis. 
[0010] However, there are found many enzymes having both of cholesterol esterase activity and lipase activity (see 
D. Lombardo et al., Biochem. Biophys. Acta., 611 (1980), 147-). Literature also indicates that both of a cholesterol 
esterase and a lipase can catalyze the decomposition reaction of triacylglycerol (see W. E. Momsen et al., Biochem. 
Biophys. Acta., 486 (1 977) 1 03-). At the present time, considerable numbers of enzymes are known which'cannot be 
45 clearly specified whether a cholesterol esterase or a lipase. 

[001 1 ] The above-mentioned enzymes are known to be capable of catalyzing the hydrolysis reaction of a carboxylic 
acid ester in common cases and, on the other hand, also capable of catalyzing the synthetic reaction of an ester, 
[0012] Lawrence A. et al. indicated that a sterol ester hydrolase derived from canine pancreatic homogenate, which 
is known as a cholesterol esterase, can catalyze the synthesis of a cholesterol oleic acid ester from free cholesterol 
so and free oleic acid (Biochem. Biophys. Acta., 231 (1 971 ) 558-560). D. Lombardo et al. also indicated that a cholesterol 
esterase derived from human pancreatic homogenate can catalyze the synthesis of a cholesterol fatty acid ester (Bi- 
ochimie et al., 1980, 62, 427-432). Myojo et al. confirmed that a lipase can catalyze the synthesis of a cholesterol fatty 
acid ester (Japanese Patent Application No. 60-451 28). 

[0013] As mentioned above, it has been shown that cholesterol fatty acid esters can be enzymatically synthesized 
55 using enzymes. 

[001 4] However, the conventional production processes for cholesterol fatty acid esters with enzymes as mentioned 
above have the following problems. 
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(i) All of the above synthesis examples only make mention of the production of sterol fatty acid esters, and are not 
intended for the production of sterol fatty acid esters for use as daily food materials, health food materials or 
pharmaceutical materials. In other words, with respect to the reaction conditions and the subsequent purification 
process, consideration is not given for achieving good flavor qualities (e.g., color, odor and taste) and safety of 
the sterol fatty acid esters, which are important factors for daily food materials, health food materials and pharma- 
ceutical materials. 

(ii) In the above-mentioned synthesis reactions, a highly purified sterol is used as the starting material for the 
production of a sterol fatty acid ester. Accordingly, the sterol fatty acid ester produced will inevitably become ex- 
pensive, which is disadvantage in the application to food products from a cost effectiveness viewpoint.* 

(iii) A vegetable oil deodorizer distillate produced In the deodorization process for a vegetable oil is rich in unsa- 
ponifiable matters (including sterols) and fatty acids. Using the vegetable oil deodorizer distillate as the starting 
material, a sterol fatty acid ester could be produced at low cost. However, it is known that the vegetable oil deo- 
dorizer distillate may also contain undesirable components such as peroxides and trans fatty acids resulting from 
deterioration of fatty acids. The trans fatty acids are known to be mostly produced in a partial hydrogenation process 
or a deodorization process under high temperature conditions of a fat and oil. Research indicates that intake of a 
large amount of trans fatly acids by human increases the risk of developing coronary heart disease. Because of 
public concern about the trans fatty add content In various food products particularly in Europe and America, many 
food products containing reduced amounts of trans fatty acids (e.g., margarine) have recently been developed. 
Therefore, if a sterol fatty acid ester is synthesized from a vegetable oil deodorizer distillate with an enzymes or 
chemical catalyst capable of randomly catalyzing the esterification reaction, then the resulting sterol fatty acid ester 
may contain trans fatty acids or other degraded fatty acids, which is undesirable from a safety viewpoint. 



SUMMARY OF THE INVENTION 



[0015] Accordingly, the object of the first aspect of the present invention is to provide a process for enzymatically 
producing a physiologically active dietary sterol fatty acid ester from an inexpensive vegetable oil deodorizer distillate 
using'a lipolytic enzyme (e.g., a lipase) at low cost, in which the reaction conditions for synthesis and subsequent 
purification process of the sterol fatty acid ester are devised so that the resulting sterol fatty acid ester can be superior 
in flavor properties (e.g., color, odor and taste) and safety and can be used as a daily food material, a health food 
material or a pharmaceutical material. 

[0016] The object of the second aspect of the present invention is to provide a process for producing a dietary sterol 
fatty acid ester suitable for food and containing no or little deteriorated fatty acids including trans fatty acids, at low cost. 
[0017] The object of the third aspect of the present invention is to provide a process for producing a dietary sterol 
fatty acid ester suitable for food and containing no or little trans fatty acids at low cost 

BRIEF DESCRIPTION OF THE DRAWINGS 



[0018] 

40 



Fig. 1 is a schematic diagram illustrating a process according to the second aspect of the present invention; and 
Fig. 2 is a schematic diagram illustrating a process according to the third aspect of the present invention. 



DESCRIPTION OF THE PREFERRED EMBODIMENTS 



[0019] Hereinbelow, the three aspects of the present invention will be illustrated. 



(a) The feature of the first aspect of the present invention (hereinbelow, also referred to as "first invention" for 
convenience) resides in a enzymatic production of a physiologically active, inexpensive, plant dietary sterol fatty 
acid ester from a vegetable oil deodorizer distillate using a lipase as a catalyst (herein, the term "lipolytic enzyme" 
means an enzyme capable of hydrolyzing a lipid). 

According to the process of the first aspect, a vegetable oil deodorizer distillate which is produced as a fraction 
containing volatile components in the deodorization step (i.e., a step included in the purification process) of a 
vegetable oil deodorizer distillate is used as a starting material, and a dietary sterol fatty acid ester having a potential 
physiological activity is enzymatically produced by performing a synthesis reaction of a sterol fatty acid ester from 
the vegetable oil deodorizer distillate using a lipase under strictly controlled conditions and then subjecting the 
resulting product to several steps of purification process to provide qualities suitable for a food material. 

Besides a lipase, the lipolytic enzyme includes a cholesterol esterase. 
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(1 ) The first aspect of the present invention is a process for enzymatically producing a dietary sterol fatty acid 
ester using a lipolytic enzyme as a catalyst, the process comprising: 

providing a vegetable oil deodorizer distillate as a starting material, and performing a synthetic reaction 
* of a sterol fatty acid ester from the vegetable oil deodorizer distillate using a lipolytic enzyme for a prede- 

termined time period under the conditions where temperature and water content are controlled; 
performing inactivation of the enzyme, dehydration and removal of the enzyme protein; 
performing molecular distillation to primarily remove unreacted sterols and fatty acids; 
treating the resulting product with an adsorbent to primarily remove coloring components; and then 
10 performing steam distillation to primarily remove odorous components, 

the sterol fatty acid ester being physiologically active, superior in flavor properties and safety for food. 

(2) In the item (1), the vegetable oil deodorizer distillate may be soybean oil deodorizer distillate which is 
produced in the refining process for soybean oil. 

15 (3) In the item (1), the lipolytic enzyme may be a lipase or cholesterol esterase. 

(4) In the item (1 ), the lipase may be a mesophilic lipase, and the synthetic reaction of a sterol fatty acid ester 
is performed at 30 to 50 P C within 48 hours. 

(5) In the Item (1), the lipase may be a thermostable lipase, and the synthetic reaction of a sterol fatty acid 
ester may be performed at 50 to 80°C within 24 hours. 

so (6) In the item (1), the synthetic reaction of a sterol fatty acid ester may be performed using a lipase in the 

presence of water in an amount of 0.1 wt% or more based on the weight of the starting material. 

(7) In the item (1 ), the molecular distillation may be performed using a molecular distillation apparatus at 1 33 
Pa or lower and 1 00 to 300°C. 

(8) In the item (1), the treatment with an adsorbent may be performed using, as the adsorbent, activated clay, 
25 si,lca gel, activated carbon or a mixture of two or more of them in an amount of 0.1 to 50 wt% based on the 

. weight of the materials to be treated in the presence of a non-polar solvent. 

(9) In the item (1), the steam distillation may be performed at 13.3 kPa or lower and 50 to 250°C. 

(1 0) In the item ( 1 ), the end product sterol fatty acid ester may have a sterol fatty acid ester content of 90 wt% 
or more, a peroxide value of 15 or lower, an acid value of 3 or lower and a Gardner color scale of 8 or lower 

30 and may be almost odorless as determined by a sensory test. 

(11 ) The sterol fatty acid ester produced by a process as recited in Item (1) may be used for food in the form 
where the sterol fatty acid ester is previously mixed with a fat and oil primarily comprising triacylglycerol. 
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In the first invention, the vegetable oil deodorizer distillate used as a starting material is any vegetable oil 
deodorizer distillate which is derived from any plant oil as long as it is produced in the deodorization process for 
a vegetable oil . Examples of the vegetable oil deodorizer distillate include those of soybean oil, rapeseed oil, palm 
oil, sunflower seed oil, rice bran oil, com oil, safflower oil. The vegetable oil deodorizer distillate contains free 
sterols and free fatty acids, as well as triacylglycerols, diacylglycerols, monoacylglycerols, tocopherols, carotenes, 
waxes and so on. The free sterols include, for example, p-sitosterol, campesterol, brassicasterol, stigmasterol and 
choresterol. The free fatty acids and fatty acids contained in triacylglycerols, diacylglycerols and monoacylglycerols 
include, for example, linoleic acid, oleic acid, palmitic acid, stearic acid, ct-linolenrc acid and myristic acid. 

The vegetable oil deodorizer distillate may be used in the untreated form. However, since it usually contains 
coloring components and other solid materials, it is preferably used after the removal of unnecessary components 
such solid materials for example by treatment with an adsorbent or filtration. If cost permits, it may be preferred 
to previously concentrate the free sterols and fatty acids In the vegetable oil deodorizer distillate for example by 
distillation or fractionation. Alternatively, additional free sterols and free fatty acids may be added to the vegetable 
oil deodorizer distillate for use as the starting material. The advantage of the first invention is that both sterols and 
fatty acids, i.e., base components for the synthesis of a sterol fatty acid ester, already exist in the starting material, 
i.e., the vegetable oil deodorizer distillate. Use of such a vegetable oil deodorizer distillate as the starting material 
50 makes it possible to produce a sterol fatty acid ester at low cost. 

In the first invention, the lipase to be used as a catalyst for the hydrolysis or synthetic reaction of the sterol 
fatty acid ester may be any of those lipolytic enzymes originated from various microorganisms, animals and veg- 
etable. The lipase originated from a microorganism includes, for example, those lipolytic enzymes from microor- 
ganisms of the genera Candida, Alcatigenes, Mucor, Rhizopus, Pseudomonas and Geotricum. The lipase origi- 
nated from an animal includes, for example, those originated from canine pancreatic homogenate. The lipase is 
preferably one originated from Candida cytindracea. When the synthetic reaction is performed under high temper- 
ature conditions, a thermostable lipase may be used. 

The enzyme may be used in the purified or partially purified form. In the case where a lipase originated from 
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a microorganism, microorganism cell bodies or a culture of the microorganism may also be used. The enzyme 
may also be in the free state or be immobilized onto any of various supports such as cerite. 

The enzymes used in the first invention may also be any one which can catalyze the same reactions as those 
catalyzed by a lipase. For example, a cholesterol esterase is known to be able to catalyze the same reactions as 
those catalyzed by a lipase, and therefore can also be used in the first invention. 

The conditions to be employed for the synthetic reaction of the sterol fatty acid ester with a lipase should be 
controlled strictly so that a sterol fatty acid ester having qualities suitable for a food material such as flavor properties 
(e.g., color, odor and taste) and safety can be produced at low cost. 

The amount of the enzyme used may be 50,000 units (U) or less, preferably 1 0,000 units (U) or less, per gram 
of the sterols. (1 U is defined as an amount of the enzyme capable of releasing 1 u/nole of a fatty acid from olive 
oil per minute.) To avoid the deterioration of the enzyme caused by the treatment under heating in the production 
process and to produce an inexpensive end product, it Is desirable to use the enzyme in the smallest possible 
amount, preferably in an amount of 1 ,000 units or less per gram of sterols. The enzyme may also be added in a 
step-wise manner during the synthetic reaction to reduce the amount of the enzyme. 

In the first invention, the synthetic reaction of the sterol fatty acid ester proceeds regardless of the presence 
or absence of water. However, in the absence of water, triacylgrycerols contained in the vegetable oil deodorizer 
distillate may still remain in the product, which is hardly removed in the purification process. Therefore, it is preferred 
to perform the enzymatic reaction In the presence of 0.1 wt% or more of water. In this case, triacylgrycerols, dia- 
cylglycerols, monoacylglycerols and so on undergo hydrolysis into free fatty acids and glycerin. The efficiency of 
the synthetic reaction is more enhanced, the more water is added. However, the water added must be removed 
in the purification process after the synthesis of the sterol fatty acid ester. Therefore, the amount of water should 
be minimized for reduction in production cost, and is preferably 1 00% or less based on the weight of the vegetable 
oil deodorizer distillate, i.e., the starting material. 

To minimize the thermal degradation of the product during the synthetic reaction, the reaction is preferably 
performed at a lower temperature for a shorter time period. For example, when a mesophilic lipase is used, the 
synthesis is performed at 30 to 50°C within 48 hours. When the synthesis is performed at a lower temperature, a 
lipase which can readily exert its enzymatic activity at such a lower temperature may be used. 

Because of their very high melting points, sterols (one base material) tend to have poor compatibility with fatty 
acids, i.e., the other base material. Therefore, in some cases, the efficiency of the synthetic reaction of the sterol 
fatty acid ester with the enzyme may become low. To overcome this problem, the synthetic reaction is performed 
at a higher temperature, preferably at 50 to 80°C within 24 hours using a thermostable lipase. In this case, however, 
thermal deterioration of the sterol fatty acid ester may proceed more aggressively or the lipase may be inactivated 
during the reaction. Therefore, a substance having anti-oxidant effect, e.g., Vitamin E and tea polyphenol, may be 
added to prevent the thermal or oxidative deterioration of the steroi fatty acid ester, and a substance capable of 
inhibiting the inactivation of an enzyme, e.g., a salt such as bile salt, a carbohydrate and a protein, may be added 
to prevent the inactivation of the enzyme. 

To enhance the efficiency of the synthetic reaction, the reaction is usually performed while stirring the reaction 
materials, but optionally may be performed in a static state. When the reaction Is performed in a static state, an 
emulsifying agent or the like may be added. An organic solvent such as hexane may also be used to enhance the 
efficiency of the reaction. In this case, however, the solvent must be removed, which may increase the production 
cost. 

The purification of the sterol fatty acid ester will be illustrated hereinbelow. 

In the first Invention, in order to achieve the production of a sterol fatty acid ester having qualities suitable for 
a food material (e.g., color, odor and taste) and superior in safety at low cost, the purification process after the 
synthetic reaction must be performed carefully. 

At first, after the synthetic reaction of the sterol fatty acid ester is completed, inactivation of the enzyme, de- 
hydration and removal of the enzyme protein are performed. The inactivation of the enzyme is achieved by stirring 
the reactants for 30 min. or longer at 60°C or higher for a mesophilic lipase or 80°c or higher for a thermostatic 
lipase. The dehydration is performed by treating the reactant at 80°C or higher for a predetermined time period 
under a reduced pressure of 13.3 kPa or lower. The removal of the enzyme protein can be achieved by filtration 
using a conventional filter paper, filter cloth or any other type of filtration means. If the removal of the enzyme 
protein is insufficient, then deterioration in quality such as coloration of the sterol fatty acid ester may be caused 
by the heating in subsequent processes. Therefore, the enzyme protein must be removed completely. For more 
effective removal, it is preferred to previously add a filter aid, e.g., diatom earth, and then stirred and filtered. 

Next, molecular distillation is performed to remove the unreacted sterols, fatty acids and other impurities such 
as tocopherols. The sterol fatty acid ester, i.e., reaction product, given after the removal of the enzyme protein 
contains various impurities including unreacted sterols and fatty acids, tocopherols, coloring components and odor- 
ous components, and these impurities must be removed: 
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At first, molecular distillation is performed to remove sterols, fatty acids, tocopherols efficiently. The sterol fatty 
acid ester is given as a residue, while unreacted sterols and fatty acids, tocopherols and parts of coloring compo- 
nents and odorous components are given as a distillate. The apparatus for the molecular distillation may be of 
falling film type or centrifugal type. The molecular distillation is preferably performed at 133 Pa or lower and 100 

5 to 300°C, more preferably at 13.3 Pa or lower and 150 to 250°C. The molecular distillation may be performed 

repeatedly for several times. 

Subsequently, treatment with an adsorbent is performed to remove coloring components. The sterol fatty acid 
ester (residue) after the molecular distillation contains coloring components derived from the starting material and 
coloring components resulting from the heating during the distillation, as well as odorous components. In the first 

io invention, to remove the coloring components efficiently, the sterol fatty acid ester is treated with an adsorbent. 

The adsorbent includes those conventionally used for purification of fats and oils, such as activated clay, acidic 
clay, activated carbon, silica, silica-magnesia and so on, and is preferably activated clay, activated carbon or silica. 
These may be used singly or in combination. The adsorbent Is preferably added in an amount of 0.1 to 50 wt%, 
more preferably 1 to 20 wt%, based on the weight of the material to be treated. For more efficient decoloration, it 

is is preferred to perform the treatment with the adsorbent in a non-polar solvent such as hexane. The solvent is 

preferably used in 0.1 to 50 volumes, more preferably 0.5 to 20 volumes, of the material to be treated. When a 
non-polar solvent is not used, the decoloration is performed by adding the adsorbent to the material to be treated 
and then stirring at 40 to 1 50°C for a predetermined time period. This procedure may be performed under normal 
atmospheric pressure. However, to prevent the deterioration of the material to be treated and decolor it more 

20 effectively, the procedure is preferably performed under reduced pressure. A lower pressure is preferred, such as 

13.3 kPa or lower. 

After the treatment, the adsorbent is removed by filtration using any conventional titrating means, such as a 
filter paper, a filter cloth or any other filtration means. For more effective removal, it is aferred to previously add 
a filter aid, e.g., diatom earth, and then stirred and filtered. In the case where a non r.olar solvent is used, it is 

25 preferred to dissolve the material to be treated in the non-polar solvent previously, and then add the adsorbent 

thereto and stir the resulting reaction mixture at 0 to 60°C for a predetermined time period. The adsorbent is 
removed in the same manner as stated above, and then the non-polar solvent is removed by distillation. When 
the removal of the coloring components to a higher degree is required or the material tc ^e decolored has a darker 
color, it is preferred to repeat the treatment with the adsorbent for several times. In th^j case, additional any ad- 

30 sorbent may be added after the filtration of the preceding adsorbent and then another round of procedure is per- 

formed in the same manner. When a non-polar solvent is used, additional any adsorbent may be added after the 
proceeding round of addition of an adsorbent, stirring and filtration without the need of rr«moval of the solvent, and 
then the subsequent round is performed. The solvent is removed after filtration in this final round is completed. 
Alternatively, the material given after the molecular distillation may be treated with an ecld or alkali prior the treat- 

35 ment with the adsorbent, thereby achieving the decoloration more effectively. In this case, the material to be treated 

may be dissolved in a non-polar solvent (e.g., hexane) to make the material in a miceMur state, and then treated 
with an acid or alkali. 

As the final step, steam distillation is performed to remove odorous components a,* d so on. For use as a food 
material, the sterol fatty acid ester after the decoloration is required to remove odorous components derived from 

40 the starting material or generated in the proceeding steps. When the decoloration is p?-formed using an organic 

solvent, the organic solvent may remain in the product even after the removal of the solvent. Therefore, the re- 
maining organic solvent must be removed completely. Steam distillation makes it possible to remove the odorous 
components and the remaining organic solvent in the product. In the steam distillation, any type of apparatus may 
be used, including those of continuous type, semi-continuous type and batch type. The steam distillation is desir- 

45 able to perform under the conditions of 13.3 kPa or lower and 50 to 250*C, preferably ;330 Pa or lower and 100 

to 200°C. The steam distillation may be repeated for several times. 

The sterol fatty acid ester thus produced can be used as a food material as-is. However, because of poor 
fluidity and workability, the sterol fatty acid ester is preferably used in the form where it s mixed with other fat and 
oil, such as those primarily comprising triacylglycerol. In this case, any mixing ratio mav be employed depending 

so on the intended use. Preferably, the fat and oil may be mixed in an amount of 30 to 30C wt% based on the weight 

of the sterol fatty acid ester. The fat and oil primarily comprising triacylglycerols may be a dietary fat and oil, such 
as soybean oil, rapeseed oil. Other fat and oil may also be mixed, including those curtaining other component 
such as diacylglycerols. In the first invention, it is possible to leave triacylglycerols, diacylglycerols or monoacylg- 
lycerols contained in the vegetable oil deodorizer distillate, i.e., the starting material, tc remain in the product by 

55 controlling the water content during the reaction with the enzyme. As a result, a sterol fatty acid ester having 

improved fluidity can be produced. 

The sterol fatty acid ester, the end product of the first invention, is almost tasteless, odorless and pale yellow 
in color and has superior safety, and therefore is suitable a daily food material, a health food material and a phar- 
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maceutical material. The sterol fatty acid ester has the potential effect of reducing cholesterol level. Accordingly, 
the sterol fatty acid ester is expected to be used, as a functional material, in a dally food product, e.g., margarine 
and dressing, and a health food product, and Is also expected to be used in a pharmaceutical in the future, 
(b) The second aspect of the present invention will be explained herelnbelow. 

The feature of the second aspect of the present invention (hereinbelow, also referred to as "second invention" 
for convenience) resides in a production of a highly safe, inexpensive dietary sterol fatty acid ester containing no 
or little deteriorated fatty acids, from a vegetable oil deodorizer distillate. 

The second aspect Is schematically described with reference to Fig. 1. A vegetable oil deodorizer distillate is 
used as a starting material which is produced, as a fraction containing volatile materials, in the deodorization 
process (a step included in the purification process) for a vegetable oil (Step 100). Fatty acid esters, e.g., triacylg- 
lycerols, in the vegetable oil deodorizer distillate are previously degraded (Step 11 0) by hydrolysis with a chemical 
catalyst (Step 101). The resulting fatty acids (Steps 1 1 2 and 1 1 3) are removed by molecular distillation (Step 111) 
to give a sterol-containing fraction (Step 120). 

Subsequently, the sterol-containing fraction is added with a fat and oil primarily comprising triacylglycerols 
and the resulting mixture is provided as the starting material (Step 122). The mixture is subjected to a synthetic 
reaction of a sterol fatty acid ester (Step 130) with a lipolytic enzyme as a catalyst under the strictly controlled 
conditions (Step 121). For providing qualities suitable for a food material, the resulting product is subjected to 
several steps of purification (Steps 131 , 141 and 1 51), whereby a highly safe, inexpensive dietary sterol fatty acid 
ester containing no or little deteriorated fatty acids including trans fatty acids (Step 160) can be produced enzy- 
matically. 

(1) Accordingly, the second aspect of the present invention is a process for producing a dietary sterol fatty 
acid ester comprising adding a lipolytic enzyme to a mixture of a sterol-containing fraction and a fat and oil 
primarily comprising triacylglycerols to produce a sterol fatty acid ester and then purifying the sterol fatty acid 
ester through a predetermined purification process, the process comprising: 

providing, as a source of sterols, a vegetable oil deodorizer distillate which is produced in the deodorization 
process of a vegetable oil ; 

performing hydrolysis of fatty acid esters in the vegetable oil deodorizer distillate; 
performing a first molecular distillation to primarily remove fatty acids to collect a sterol-containing fraction; 
performing a synthetic reaction of a sterol fatty acid ester using a mixture of the sterol-containing fraction 
and a fat and oil primarily comprising triacylglycerols as a starting material, with a lipolytic enzyme for a 
predetermined time period under the conditions where temperature and water content are controlled; 
as a first purification step, performing a second molecular distillation to primarily remove unreacted sterols 
and fatty acids; 

as a second purification step, treating the resulting product with an adsorbent to primarily remove coloring 
components; and then 

as a third purification step, performing steam distillation to primarily remove odorous components, while 

controlling the temperature for the purification to prevent the production of trans fatty acids, 

the sterol fatty acid ester being superior in physical properties, flavor properties and safety for food. 

(2) In the item (1), the hydrolysis may be performed for the purpose of converting trans fatty acids and dete- 
riorated fatty acids such as oxidized fatty acids in the vegetable oil deodorizer distillate into their free states 
for easy removal of the fatty acids from the reaction product. 

(3) In the item (1), soybean oil deodorizer distillate which is produced In the refining process of soybean oil 
may be used as the sauce of sterols. 

(4) In the item (1), the hydrolysis may be performed using an acidic or alkaline catalyst. 

(5) In the item (1), the first molecular distillation may be performed at 13.3 Pa or lower and 100 to 200°C. 

(6) In the item (1), in the first molecular distillation, the reaction mixture may be distilled at 13.3 Pa or lower 
and 1 00 to 200°C to collect a sterol-containing fraction as a residue and the sterol-containing fraction may be 
then distilled at 1 3.3 Pa or lower and 1 70 to 250°C to collect a sterol-containing fraction as a distillate. 

(7) In the item (1); wherein the synthetic reaction of a sterol fatty acid ester may be performed using a lipolytic 
enzyme having an activity of hydrolyzing a sterol fatty acid ester as the lipolytic enzyme! 

(8) In the item (1 ), the synthetic reaction of a sterol fatty acid ester may be performed using an enzyme capable 
of hydrolyzing a sterol fatty acid ester which is originated from a microorganism of the genus Pseudomonas 
as the lipolytic enzyme. 

(9) In the item (7) or (8), the lipolytic enzyme may be a cholesterol esterase. 

(1 0) In the item (1 ), the synthetic reaction of a sterol fatty acid ester may be performed using an enzyme having 
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an activity of hydrolyzing triacylgtycerol as the lipolytic enzyme. 

(11) In the item (1), the synthetic reaction of a sterol fatty acid ester may be performed using an enzyme 
capable of hydrolyzing triacylglycerol which is originated from a microorganism of the genus Candida as the 
lipolytic enzyme. 

(12) In the item (10) or (11), the lipolytic enzyme may be a lipase. 

(1 3) In the item (1), the synthetic reaction of a sterol fatty acid ester may be performed at 30 to 60°C within 
48 hours in the presence of water of 0.1 to 50 wt% based on the weight of the fat and oil primarily comprising 
triacylglycerol 

(14) In the item (1), the second molecular distillation as the first purification step may be performed at 13.3 Pa 
or lower and 1 00 to 250°C. 

(15) In the item (1), the treatment with an adsorbent as the second purification step is performed at 100°C or 
lower using, as the adsorbent, activated clay, silica gel, activated carbon or a mixture of two or more of them 
in an amount of 0.1 to 50 wt% based on the weight of the material to be treated. 

(1 6) In the item (1), the steam distillation as the third purification step may be performed at 13.3 kPa or lower 
and 50 to 150°C. 

(1 7) In the item (1 ), the end product sterol fatty acid ester may have a sterol fatty acid ester content of 90 wt% 
or more, a trans fatty acid content in the constitutive fatty acids of 2 wt% or lower, a peroxide value of 10 or 
lower, an acid value of 1 or lower and a Gardner color scale of 6 or lower and may be almost odorless as 
determined by a sensory test. 

(1 8) In the item (1 ), soybean oil may be used as the fat and oil primarily comprising triacylglycerols to be added 
to the sterol-containing fraction, and the end product sterol fatty acte ester may have a melting point of 20 to 
40°C and a trans fatty acid content in the constitutive fatty acids of 3 wt% or lower. 

(19) In the item (1), rapeseed oil may be used as the fat and oil penality comprising triacylglycerols to be 
added to the sterol-containing fraction, and the end product sterol ?utty acid ester may have a melting point 
of 20 to 40°C and a trans fatty acid content in the constitutive fatty *cids of 2 wt% or lower. 

(20) In the item (1), olive oil may be used as the fat and oil primarily comprising triacylglycerols to be added 
to the sterol-containing fraction, and the end product sterol fatty acid ester may have a melting point of 25 to 
45°C and a trans fatty acid content in the constitutive fatty acids of 1 wt% or lower. 

(21) In the item (1), palm oil may be used as the fat and oil primanty comprising triacylglycerols to be added 
to the sterol-containing fraction, and the end product sterol fatty ack5 ester may have a melting point of 40 to 
1 00°C and a trans fatty acid content in the constitutive fatty acids iA 1 wt% or lower. 

(22) In the item (1), palm oil may be used as the fat and oil primarily comprising triacylglycerol to be added to 
the sterol-containing fraction, a thermostable lipolytic enzyme may l -:e used, and the end product sterol fatty 
acid ester may have a melting point of 40 to 1 00°C and a trans fatty acid content in the constitutive fatty acids 
of 1 wt% or lower. 

(23) In the item (1), a fish oil may be used as the fat and oil primary comprising triacylgtycerol to be added 
to the sterol-containing fraction, and the end product sterol fatty ac\0 ester may have a melting point of -1 0 to 
20°C and a trans fatty acid content in the constitutive fatty acids o; 1* wt% or lower. 

The second aspect of the present invention is described in detail h^-einbelow with reference to Fig. 1 . 

First, a process for degradation of a vegetable oil deodorizer distillate in Step 100 is illustrated. 

In the second invention, the vegetable oil deodorizer distillate used as a starting material is any vegetable oil 
deodorizer distillate which is derived from any vegetable oil as long as R Is produced in the deodorization process 
for a vegetable oil . Examples of the vegetable oil deodorizer distillate include those of soybean oil, rapeseed oil, 
palm oil, sunflower seed oil, rice bran oil, corn oil, safflower oil. The vegetable oil deodorizer distillate contains free 
sterols and free fatty acids, as well as triacylglycerols, diacylglycerols, nr.vnoacylglycerols, tocopherols, carotenes, 
waxes and so on. 

The free sterols include, for example, ^-sitosterol, campesterol, brr^stcasterol, stigmasterol and choresterol. 
The free fatty acids and fatty acids contained in triacylglycerols, diacy I glycerols and monoacylgfycerols include, 
for example, linoleic acid, oleic acid, palmitic acid, stearic acid, a-linol&nic acid and myristic acid. Particularly in 
iinolenic acid which contains relatively many unsaturated bonds, a trans-type one constitutes a high proportion. 
Therefore, soybean oil deodorizer distillate which is rich in iinolenic aciii may have a high trans fatty acid content. 

The vegetable oil deodorizer distillate usually contains coloring components or other solid materials. Therefore, 
when it is used as-is for synthesis of a sterol fatty acid ester, some diftf'julty may occur in the purification of the 
sterol fatty acid ester such as decoloration and deodorization. 

In the second invention, fatty acid esters, e.g., triacylglycerols in the vegetable oil deodorizer distillate are 
previously hydroryzed (Step 101) and the resulting fatty acids (Step 1 1 0) are then removed by molecular distillation, 
i.e., first molecular distillation (Step 111 ) to give a sterol-containing fraction (Step 120). The sterol-containing frac- 
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tion is used as the starting material for the synthetic reaction of a sterol fatty acid ester. 

In this manner, fatty acid esters, e.g., triacylgrycerol, are previously converted into free fatty acids (Step 110), 
whereby deteriorated fatty adds, e.g., trans fatty adds and oxidized fatty acids, can be readily removed by mo- 
lecular distillation (Step 111). 

The catalyst to be used in the hydrolysis of the fatty acid esters, i.e., triacylglycerols, in the vegetable oil 
deodorizer distillate may be any one as long as it is available for food products, such as a chemical catalyst, e.g., 
an acid and an alkali. The catalyst includes an acid such as hydrochloric acid, sulfuric acid, acetic acid, citric acid, 
phosphoric acid, oxalic acid, malic adic and nitric acid; and an alkali such as sodium hydroxide, potassium hydrox- 
ide, ammonia, sodium hydrogencarbonate, magnesium hydroxide and calcium hydroxide. 

Generally for the hydrolysis of the fatty acid esters, as stated above, a lipolytic enzyme such as a lipase may 
also be used in place of a chemical catalyst. When a lipolytic enzyme is used in the hydrolysis of the fatty acid 
esters in the vegetable oil deodorizer distillate, however, a synthesis of a sterol fatty add ester may proceed con- 
currently with the degradation of triacylglycerols and so on. For this reason, it is improper to use a lipolytic enzyme, 
e.g., a lipase, in the hydrolysis of the fatty acid esters. 
15 ,n tne hydrolysis of the fatty acid esters (Step 1 01 ), any catalyst concentration, any reaction temperature and 

any reaction time may be employed. However, it is preferred to perform the reaction at 150°C or lower within 
several hours, since an excess reaction may cause undesirable phenomena such as deterioration of every com- 
ponents In the vegetable oil deodorizer distillate and coloration of the resulting product. 

After the synthetic reaction is completed, the neutralization is performed with a suitable acid or alkali, followed 
20 by washing with water to remove glycerin, salts and so on which may be produced in the synthesis and the chemical 

catalyst. After washing with water, resulting product is subjected to aqueous/oily phase separation and then heated 
at about 60 to 120°C for a predetermined time period under reduced pressure to remove water therefrom (Step 
110). 

The vegetable oil deodorizer distillate after the removal of water (Step 1 1 0) is fractionated by molecular dis- 
25 tillation (Step 1 11 ). In the second invention, this procedure is made for the purpose of removing trans fatty acids, 

peroxides of fatty acids and so on which are present as deteriorated fatty acids (Step 112, 113), and is performed 
at 13.3 Pa or lower and 100 to 200°C. In this manner, the fatty acids can be removed as a distillate and a sterol- 
containing fraction can be obtained as the residue (Step 120). 

The residue (Step 120) given by the molecular distillation (Step 111) may also be additionally treated at 13.3 
30 p a or lower and 1 70 to 250°C to remove coloring components and other solid materials in the vegetable oil deo- 

dorizer distillate, thereby giving a sterol-containing fraction (Step 120) as a distillate. This additional treatment 
makes the subsequent purification process (particularly decoloration and deodorization) more easy and also makes 
the qualities, e.g., color, odor, taste, of the end product better. 

Next, Steps 121 , 122 and 130 involved in the synthesis of a sterol fatty acid ester (Step 130) are described 
35 below. 

The synthesis of a sterol fatty acid ester is performed using two starting materials; the sterol-containing fraction 
(Step 120) produced by the degradation and distillation of the vegetable oil deodorizer distillate; and any fat and 
oil primarily comprising triacylglycerols (Step 122). 

The fat and oil primarily comprising triacylglycerols includes soybean oil, rapeseed oil, olive oil, palm oil, sun- 
flower seed oil, com oil, cotton seed oil, sesame oil, rice bran oil, coconut oil, peanut oil, beef fat, hog fat, chicken 
fat and fish oils. These fats and oils may be used singly or in combination. In the second invention, use of any fat 
and oil can provide a sterol fatty acid ester having a desired melting point. 

In recent years, some fatty adds is known to have physiological activities. In the second invention, a fat and 
oil rich in a desired fatty acid may be selected to exert the physiological functions of the fatty acid. 

The fat and oil may be added in an amount of 50 to 500 wt%, preferably 100 to 300 wt%, based on the weight 
of the sterol-containing fraction. 

The lipolytic enzyme to be used as a catalyst for the synthesis of the sterol fatty acid ester includes a lipase 
and a cholesterol esterase. The enzyme may be any of those originated from various microorganisms, animals 
and vegetable. The enzyme originated from a microorganism include, for example, those from microorganisms of 
the genera Pseudomonas, Alcaiigenes, Candida, Mucor, Rhizopus and Geotricum. The enzyme originated from 
an animal include, for example, those originated from porcine pancreas. 

The enzyme used in the second invention may be one capable of hydrolyzing a sterol fatty add ester, i.e., a 
cholesterol esterase, or one capable of hydrofyzing triacylgrycerol, i.e., a lipase. The former enzyme includes those 
originated from a microorganism of genus Pseudomonas, and the latter enzyme includes those originated from a 
microorganism of genera AlcaUgenes and Candida. There are known a number of enzymes having both an activity 
of hydrolyzing a sterol fatty add ester and an activity of hydrolyzing triacylglycerols. In the second invention, any 
lipolytic enzyme which is able to catalyze the synthetic reaction of a sterol fatty acid ester can be used without 
concern for enzyme-dassificatory constrains. 
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When the synthetic reaction is performed under high temperature conditions, a thermostable lipolytic enzyme 
may be used. The enzyme may be used in the purified or partially purified form. In the case where a lipolytic 
enzyme originated from a microorganism, microorganism cell bodies or a culture of the microorganism may also 
be used. The enzyme may also be in the free state or be immobilized onto any of various supports such as cerite. 
s The conditions to be employed for the synthetic reaction of the sterol fatty acid ester with a lipolytic enzyme 

should be controlled strictly so that a sterol fatty acid ester having qualities suitable for a food material such as 
flavor properties, e.g., color, odor and taste, and safety can be produced at low cost. The reaction conditions are 
described in the following. 

As in the case of the first invention, the enzyme may be used in an amount of 50,000 units (U) or less, preferably 
io 1 0,000 units (U) or less per gram of the sterols. To avoid the deterioration of the enzyme caused by the treatment 

under heating in the production process and to produce the end product at low cost, it is desirable to use the 
enzyme in a smallest possible amount, preferably in an amount of 5,000 units or less per gram of sterols in the 
starting material. The enzyme may also be added in a step-wise manner during the synthetic reaction to reduce 
the amount of the enzyme. 

15 In the second invention, in the presence of no water or an extremely small amount of water, triacylglycerols 

or a trace amount of diacylglycerols or monoacy I glycerols may still remain in the product, which is hardly removed 
in the subsequent purification process. Therefore, it is preferred to perform the enzymatic reaction in the presence 
of 0.1 wt% or more of water. In this case, triacylglycerols and coexisting diacylglycerols, monoacylgrycerols and 
so on undergo hydrolysis into free fatty acids and glycerin. The fatty acids produced by this hydrolysis can also 

20 be utilized as the starting material for the synthetic reaction of the sterol fatty acid estsr. 

The efficiency of the synthetic reaction is more enhanced, the more water is addeii However, the water added 
must be removed in the purification process after the synthesis of the sterol fatty acid r jter. Therefore, the amount 
of water should be minimized for reduction in production cost, and is preferably 300% or less based on the weight 
of the vegetable oil deodorizer distillate, i.e., the starting material. 

25 To minimize the thermal degradation of the product during the synthetic reaction, the reaction is preferably 

performed at a lower temperature for a shorter time period, usually at 30 to 60°C within 48 hours. When the 
synthesis is performed at a lower temperature, a lipolytic enzyme which can readily Avert its enzymatic activity at 
such a lower temperature may be used. 

As in the case of the first invention, because of their very high melting points, ster « >ls (one base material) tend 

30 to have poor compatibility with fatty acids (i.e., the other base material). Therefore, ir, some cases, the efficiency 

of the synthetic reaction of the sterol fatty acid ester may become low. To overcome this problem, the synthetic 
reaction is performed at a higher temperature, preferably at 50 to 90°C within 24 hours using a thermostable 
lipolytic enzyme. In this case, however, thermal deterioration of the sterol fatty acid c^ter may proceed more ag- 
gressively or the enzyme may be inactivated during the reaction. Therefore, a substance having anti-oxidant effect, 

35 e.g., Vitamin E and tea polyphenol, may be added to prevent the thermal or oxidatk-e deterioration of the sterol 

fatty acid ester, and a substance capable of inhibiting the inactivation of an enzyme, ^.g., a salt such as bHe salt, 
a carbohydrate and a protein, may be added to prevent the inactivation of the enzyme. 

To enhance the efficiency of the synthetic reaction, the reaction is usually perforVirxJ while stirring the reaction 
materials, but optionally may be performed in a static state. When the reaction is performed in a static state, an 

40 emulsifying agent or the like may be added. An organic solvent such as hexane may ^Iso be used to enhance the 

efficiency of the reaction. In this case, however, the solvent must be removed, which may increase the production 
cost. 

After the synthetic reaction of the sterol fatty acid ester is completed, Inactrvation of the enzyme, dehydration 
and removal of the enzyme protein are performed. The inactivation of the enzyme is achieved by stirring the 

*5 reactants at 60 to 100°C for about 30 to 120 min. The dehydration is performed by -mating the reactant at 60 to 

120°C for a predetermined time period under reduced pressure. The removal of ::ie enzyme protein can be 
achieved by filtration using a conventional filter paper, filter cloth or any other type of fte ation means. If the removal 
of the enzyme protein is insufficient, then deterioration in quality such as coloration of the sterol fatty acid ester 
may be caused by the heating in subsequent processes. Therefore, the enzyme prc :ein must be removed com- 

so pletely. For more effective removal, it is preferred to previously add a filter aid, e.g., diatom earth, and then stirred 

and filtered. As described above, the sterol fatty acid ester can be synthesized. 
Next, the purification process for the sterol fatty acid ester is explained. 

In the second invention, in order to produce a sterol fatty acid ester having qualities suitable for a food material, 
e.g., color, odor and taste, and superior in safety at low cost, the purification of the prcduct given by the synthetic 
55 reaction should be performed carefully. Particularly when the purification is performed at high temperatures, gen- 

eration of trans fatty acids and peroxides may occur. Therefore, the temperature conditions must be controlled 
strictly. 

As a first purification step, a molecular distillation (second molecular distillation) (Step 131) is performed to 
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primarily remove the unreacted sterols and fatty acids (Step 1 32). The sterol fatty acid ester, i.e. , reaction product, 
given after the removal of the enzyme protein contains various impurities including unreacted sterols and fatty 
acids and other trace components, and these impurities must be removed. 

In the second invention, molecular distillation (Step 131) is first performed to efficiently remove sterols and 
fatty acids (Step 1 32). The sterol fatty acid ester is given as a residue (Step 1 40), while unreacted sterols and fatty 
acids and parts of odorous components are removed as a distillate (Step 132). The apparatus for the molecular 
distillation may be of falling film type, centrifugal type or any other type of short pass distillation apparatus. Any 
apparatus may be used as long as it can achieve the desired vacuum pressure and temperature and can remove 
the desired free sterols, free fatty acids and other trace components. 

The molecular distillation is preferably performed at 133 Pa or lower and 100 to 300°C, more preferably at 
13.3 Pa or lower and 100 to 250°C. The molecular distillation may be performed repeatedly for several times. In 
this step, it is possible to remove odorous components which cannot be removed in the steam distillation (Step 
151), i.e., the third step of the purification process. On the other hand, some heating odor may be generated in 
this step. In this case, additional molecular distillation is required priorto the steam distillation (Step 1 51 ) to produce 
the end product without odorous components efficiently. 

Subsequently, as a second purification step (Step 1 41 ), coloring components (Step 1 42) are primarily removed. 
The sterol fatty acid ester after the molecular distillation (Step 140) contains coloring components derived from 
the starting material and coloring components resulting from the heating during the distillation, as well as odorous 
components. 

In the second invention, to remove the coloring components (Step 142) efficiently, the sterol fatty acid ester 
is treated with an adsorbent (Step 141). The adsorbent includes those adsorbent conventionally used for purifica- 
tion of fats and oils, such as activated clay, acidic clay, activated carbon, silica gel, silica-magnesia and so on, and 
is preferably activated clay, activated carbon or silica gel. These may be used singly or in combination. The ad- 
sorbent is preferably added in an amount of 0.1 to 50 wt%, more preferably 1 to 20 wt%, based on the weight of 
the sterol fatty acid ester to be treated. For more efficient decoloration, it is preferred to perform the treatment with 
the adsorbent in a non-polar solvent such as hexane. The solvent is preferably used in 0.1 to 50 volumes, more 
preferably 0.5 to 20 volumes, of the material to be treated. When a non-polar solvent is not used, the decoloration 
is performed by adding the adsorbent to the material to be treated and then stirring at 40 to 150°C for a predeter- 
mined time period. This procedure may be performed under normal atmospheric pressure. However, to prevent 
the deterioration of the material to be treated and decolor it more effectively, the procedure is preferably performed 
under reduced pressure. A lower pressure is preferred, such as 1 3.3 kPa or lower. 

After the treatment, the adsorbent fs removed by filtration using any conventional filtrating means, such as a 
filter paper, a filter cloth or any other filtration means. For more effective removal, it is preferred to previously add 
a filter aid, e.g., diatom earth, and then stirred and filtered. In the case where a non-polar solvent is used, it is 
preferred to dissolve the material to be treated in the non-polar solvent previously, and then add the adsorbent 
thereto and stir the resulting reaction mixture at 0 to 60°C for a predetermined time period. The adsorbent is 
removed In the same manner as stated above, and then the non-polar solvent is removed by distillation. When 
the more complete removal of the coloring components is required or the material to be decolored has a darker 
color, it is preferred to repeat the treatment with the adsorbent for several times. In this case, additional any ad- 
sorbent may be added after the filtration of the preceding adsorbent and then another round of procedure is per- 
formed in the same manner. When a non-polar solvent is used, additional any adsorbent may be added after the 
proceeding round of addition of an adsorbent, stirring and filtration without the need of removal of the solvent, and 
then the subsequent round is performed. The solvent is removed after filtration in the final round is completed. 

Alternatively, the material given after the molecular distillation may be treated with an acid or alkali prior the 
treatment with the adsorbent, thereby achieving the decoloration more effectively. In this case, the material to be 
treated may be dissolved in a non-polar solvent (e.g., hexane) to make the material in a mfcellar state, and then 
treated with an acid or alkali. In this step, additional odorous components may be generated or attached to the 
sterol fatty acid ester. In this case, the treatment with the adsorbent (Step 141) is required to be performed after 
the molecular distillation (Step 1 31 ) and prior to the steam distillation (Step 1 51 ). 

Once the sterol fatty acid ester (Step 150) without coloring components (Step 142) is obtained, steam distil- 
lation (Step 151) is performed as the final, third purification step, to remove odorous components (Step 152) or 
the like. For use as a food material, the sterol fatty acid ester after the decoloration is required to remove odorous 
components derived from the starting material or generated in the proceeding steps. When the decoloration is 
performed using an organic solvent, the organic solvent may remain in the product even after the removal of the 
solvent. Therefore, the remaining organic solvent must be removed completely. Steam distillation makes it possible 
to remove the odorous components and the remaining organic solvent in the product. In the steam distillation, any 
type of apparatus may be used, including those of continuous type, semi-continuous type and batch type. The 
steam distillation is desirable to perform under the conditions of 13.3 kPa or lower and 50 to 200°C, preferably 
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1330 Pa or lower and 50 to 150°C. The steam distillation may be repeated for several times. 

It is generally known that steam distillation at higher temperatures for the purpose of deodorization markedty 
accelerates the generation of trans fatty acids. Accordingly, In the second invention, it is Important to perform the 
steam distillation at least at 200° C or lower, preferably at 1 50° C or lower. As stated previously, in order to completely 
5 remove the odorous components which cannot be removed only through the steam distillation (Step 151), it is 

required to perform both of the steam distillation (Step 1 51 ) and the molecular distillation (Step 1 31 ). In this case, 
it is important to perform the molecular distillation (Step 131) prior to the steam distillation (Step 151). 

The sterol fatty acid ester (Step 160), the end product of the second invention, is almost tasteless, odorless 
and colorless or pale yellow in color and superior in safety and contains no or little trans fatty acids, and therefore 
10 is suitable for a daily food material, a health food material and a pharmaceutical material. 

The sterol fatty acid ester has the potential effect of reducing cholesterol level. Accordingly, the addition of the 
sterol fatty acid ester, as a functional material, to daily food products such as margarine and dressing is considered. 
According to the second invention, since the end product having a desired melting point can be obtained, such 
end product is expected the application to wide variety of food products. 
15 The sterol fatty acid ester rich in any fatty acid is also expected to be used in health food products and, in the 

future in pharmaceuticals, as a new, highly physiologically active material which is contemplated to exert the func- 
tions of the fatty acid included therein. 

(c) The third aspect of the present invention will be described hereinbelow. 

20 [0020] The feature of the third aspect of the present invention (hereinbelow, also referred to as "third invention" for 
convenience) resides in a production of a highly safe, inexpensive dietary sterol fatty acid ester containing no or little 
trans fatty acids, from a vegetable oil deodorizer distillate. 

[0021] The third aspect is schematically described with reference to Fig. 2. A vegetable oil deodorizer distillate (Step 
200) is used as a starting material which is produced, as a fraction containing volatile materials, in the deodorization 

25 process included in the purification process for a vegetable oil. Fatty acid esters, e.g., triacytglycerols, in the vegetable 
oil deodorizer distillate are previously degraded by hydrolysis with a chemical catalyst (Steps 201 and 210). Subse- 
quently, the synthetic reaction of a sterol fatty acid ester is performed under strictly controlled conditions using a lipolytic 
enzyme capable of selectively acting on cis fatty acids (Steps 211 and 220). The resulting sterol fatty acid ester un- 
dergoes several steps of purification process (Steps 221 , 231 and 241) to afford qualities suitable for a food material, 

30 whereby a highly safe, inexpensive dietary sterol fatty acid ester containing no or little trans fatty acids (Step 250) can 
be produced enzymatteally. 

(1 ) According to the third aspect of the present invention is a process for enzymaticaity producing a dietary sterol 
fatty acid ester comprising adding a lipolytic enzyme to a mixture of a starting material containing sterols and a fat 

35 and oil primarily comprising triacytglycerol to produce a sterol fatty acid ester and then purifying the sterol fatty 

acid ester in a predetermined purification process, the process comprising: 

providing, as a starting material, a vegetable oil deodorizer distillate which is produced in the deodorization 
process of a vegetable oil ; 
40 performing hydrolysis of fatty acid esters in the vegetable oil deodorizer distillate; 

performing a synthetic reaction of a sterol fatty acid ester from the mixture with a lipolytic enzyme capable of 
selectively acting on cis fatty acids for a predetermined time period under the conditions where temperature 
and water content are controlled; 

as a first purification step, performing molecular distillation to primarily remove unreacted sterols and fatty 
^5 acids; 

as a second purification step, treating the resulting product with an adsorbent to primarily remove coloring 
components; and then 

as a third purification step, performing steam distillation to primarily remove odorous components, 
the sterol fatty acid ester being superior in flavor properties and safety. 

so 

(2) In the item (1), soybean oil deodorizer distillate which is produced in the refining process of soybean oil may 
be used as the starting material. 

(3) In the item (1), the hydrolysis may be performed using an acidic or alkaline catalyst. 

(4) In the item (1), the synthetic reaction of a sterol fatty acid ester may be performed using a lipolytic enzyme 
55 capable of selectively acting on cis fatty acids which is originated from a microorganism of the genus Candida or 

Mucor. 

(5) In the item (1), the synthetic reaction of a sterol fatty acid ester may be performed at 30 to 60°C within 48 hours 
in the presence of water of 0.1 to 50 wt% based on the weight of the starting material. 
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(6) In the item (1), the molecular distillation as the first purification step may be performed at 1 3.3 Pa or lower and 
1 00 to 250°C. 

(7) In the item (1), the treatment with an adsorbent as the second purification step may be performed at 100°C or 
lower using, as the adsorbent, activated clay, silica gel, activated carbon or a mixture of two or more of them in an 

5 amount of 0.1 to 50 wt% based on the weight of the material to be treated. 

(8) In the item (1), the steam distillation as the third purification step may be performed at 1330 Pa or lower and 
50 to 150°C. 

(9) In the item (1), the end product sterol fatty acid ester may have a sterol fatty acid ester content of 90 wt% or 
more, a trans fatty acid content in the constitutive fatty acids of 2 wt% or lower, a peroxide value of 1 0 or lower, 

10 an acid value of 1 or lower and a Gardner color scale of 6 or lower and may be almost odorless as determined by 

a sensory test. 

[0022] The third aspect of the present invention is described in detail hereinbeiow with reference to Fig. 2. 
[0023] In the third invention, the vegetable oil deodorizer distillate (Step 200) used as a starting material is any one 
15 derived from any plant oil, as long as it is produced in the deodorization process for a vegetable oil . Examples of the 
vegetable oil deodorizer distillate Include those of soybean oil, rapeseed oil, palm oil, sunflower seed oil, rice bran oil, 
com oil, safflower oil. 

[0024] Since the specific examples of the vegetable oil deodorizer distillate are the same as those in the first and 
second aspects of the present invention, overlapped descriptions are omitted. 
20 [0025] Among the fatty acids, particularly in linolenic acid which contains relatively many unsaturated bonds, a trans- 
type one constitutes a high proportion. Therefore, soybean oil deodorizer distillate which is rich in linolenic acid may 
have a high trans fatty acid content 

[0026] The vegetable oil deodorizer distillate may be used in the untreated form. However, since it usually contains 
coloring components and other solid materials, it is preferably used after the removal of unnecessary components such 

25 solid materials for example by use of an adsorbent or filtration, if cost permits, it may be preferred to previously con- 
centrate the free sterols and fatty acids in the vegetable oil deodorizer distillate for example by distillation or fraction- 
ation/ Alternatively, additional free sterols and free fatty acids may be added to the vegetable oil deodorizer distillate. 
[0027] The advantage of the third invention is that both sterols and fatty acids, i.e., base components for the synthesis 
of a sterol fatty acid ester, are already present in the starting material, i.e., the vegetable oil deodorizer distiHate. Use 

30 of such a vegetable oil deodorizer distillate as the starting material makes it possible to produce a sterol fatty acid ester 
at low cost. 

[0028] However, if a chemical catalyst or a lipolytic enzyme having no selective activities is used to synthesize a 
sterol fatty acid ester, then trans fatty acid as stated above may also be utilized as the base material for the synthesis. 
As a result, the end product may contain trans fatty acids which are not desirable for food product from a safety view- 
35 point. 

[0029] In the third invention, fatty acid esters, e.g., triacyiglycerol, in the vegetable oil deodorizer distillate are pre- 
viously hydrolyzed (Steps 201 and 210). Subsequently, the synthesis of a sterol fatty acid ester Is performed without 
utilizing trans fatty acids in the vegetable oil deodorizer distillate as the base material by using a lipolytic enzyme which 
does not act or hardly acts on trans fatty acids, i.e., a lipolytic enzyme capable of selectively acting on cis fatty acids 

40 (Steps 211 and 220). In this manner, a product containing no or little trans fatty acids can be produced at low cost. 
[0030] The catalyst to be used in the hydrolysis of the fatty acid esters, i.e., triacyiglycerol, in the vegetable oil deo- 
dorizer distiilate may be any one as long as it is available for food products, such as a chemical catalyst, e.g., an acid 
and an alkali. The catalyst includes an acid such as hydrochloric acid and sulfuric acid; and an alkali such as sodium 
hydroxide and potassium hydroxide (Step 201). 

45 [0031] Generally for the hydrolysis of the fatty acid esters, a lipolytic enzyme such as a lipase may also be used in 
place of a chemical catalyst. When a lipolytic enzyme is used in the hydrolysis of the fatty acid esters In the vegetable 
oil deodorizer distillate, however, a synthesis of a sterol fatty acid ester may proceed concurrently with the degradation 
of triacyiglycerol and so on. For this reason, it is improper to use a lipolytic enzyme, e.g., a lipase, in the hydrolysis of 
the fatty acid esters. 

so [0032] in the hydrolysis of the fatty acid esters, any catalyst concentration, any reaction temperature and any reaction 
time may be employed. However, it is preferred to perform the reaction at 150°C or lower within several hours, since 
an excess reaction may cause undesirable phenomena such as deterioration of every components in the vegetable 
oil deodorizer distillate and coloration of the resulting product. 

[0033] After the synthetic reaction is completed, the neutralization is performed with a suitable acid or alkali, followed 
55 by washing with water to remove glycerin, salts and so on which may be produced in the synthesis and the chemical 
catalyst. After washing with water, resulting product is subjected to aqueous/oily phase separation and then heated at 
about 60 to 120°C for a predetermined time period under reduced pressure to remove water therefrom. 
[0034] Once the components of Step 210 are obtained, the synthetic reaction of a sterol fatty acid ester is then 



13 

4SDOC1D: <£P 1 209239 A2_l_> BNS page 1 3 



EP 1 209 239 A2 



performed using a lipolytic enzyme capable of selectively acting on cis fatty acids (Steps 211 and 220). 
[0035] The lipolytic enzyme which selectively acts on cis fatty acids includes those enzymes originated from various 
microorganisms of the genera Candida, Mucor, Rhizopus, Aspergillus and Humicola, and particularly preferred en- 
zymes are those enzymes originated from Candida cylindracea, Aspergillus nlger, Aspergillus oryzae, Humicola lanug- 

5 inosa, Rhizopus miehei, Rhizopus delemar and Rhizopus arrhizus. 

[0036] When the synthetic reaction is performed under high temperature conditions, a thermostable lipolytic enzyme 
may be used. The enzyme may be used in the purified or partially purified form. In the case where a lipolytic enzyme 
originated from a microorganism, microorganism cell bodies or a culture of the microorganism may also be used. The 
enzyme may also be in the free state or be immobilized onto any of various supports such as cerite. 

10 [0037] The conditions to be employed for the synthetic reaction of the sterol fatty acid ester with a lipolytic enzyme 
should be controlled strictly so that a sterol fatty acid ester having qualities suitable for a food material such as flavor 
properties, e.g. , color, odor and taste, and safety can be produced at low cost. The conditions of the synthetic reaction 
are described in the following. 

[0038] The enzyme may be used in an amount of 50,000 units (U) or less, preferably 10,000 units (U) or less, per 
15 gram of the sterols. To avoid the deterioration of the enzyme caused by the treatment under heating in the production 
process and to produce the end product at low cost, it is desirable to use the enzyme in a smallest possible amount, 
preferably in an amount of 5,000 units or less per gram of sterols in the starting material. The enzyme may also be 
added in a step-wise manner during the synthetic reaction to reduce the amount of the enzyme. 
[0039] In the third invention, in the presence of no water or an extremely small amount of water, triacylglycerol or a 
20 trace amount of diacylglycerol or monoacylglycerol may still remain in the product, which is hardly removed in the 
subsequent purification process. Therefore, it is preferred to perform the enzymatic reaction in the presence of 0.1 
wt% or more of water. In this case, triacylglycerol and coexisting diacylglycerol, monoacylglycerol and so on undergo 
hydrolysis into free fatty acids and glycerin. The fatty acids produced by this hydrolysis can also be utilized as the 
starting material for the synthetic reaction of the sterol fatty acid ester. 
25 [0040] The efficiency of the synthetic reaction is more enhanced, the more water is added. However, the water added 
must .be removed in the purification process after the synthesis of the sterol fatty acid ester. Therefore, the amount of 
water should be minimized for reduction in production cost, and is preferably 300% or less based on the weight of the 
vegetable oil deodorizer distillate, i.e., the starting material. 

[0041] To minimize the thermal degradation of the product during the synthetic reaction, the reaction is preferably 
30 performed at a lower temperature for a shorter time period, usually at 30 to 60°C within 48 hours. When the synthesis 
is performed at a lower temperature, a lipolytic enzyme which can readily exert its enzymatic activity at such a lower 
temperature may be used. 

[0042] As in the case of the first and second invention, because of their very high melting points, sterols (one base 
material) tend to have poor compatibility with fatty acids, i.e., the other base material. Therefore, in some cases, the 

35 efficiency of the synthetic reaction of the sterol fatty acid ester may become low. To overcome this problem, the synthetic 
reaction is performed at a higher temperature, preferably at 50 to 90°C within 24 hours using a thermostable lipolytic 
enzyme. In this case, however, thermal deterioration of the sterol fatty acid ester may proceed more aggressively or 
the enzyme may be inactivated during the reaction. Therefore, a substance having anti-oxidant effect, e.g., Vitamin E 
and tea polyphenol, may be added to prevent the thermal or oxidative deterioration of the sterol fatty acid ester, and 

*o a substance capable of inhibiting the inactivation of an enzyme, e.g., a salt such as bile salt, a carbohydrate and a 
protein, may be added to prevent the inactivation of the enzyme. 

[0043] To enhance the efficiency of the synthetic reaction, the reaction is usually performed while stirring the reaction 
materials, but optionally may be performed in a static state. When the reaction is performed in a static state, an emul- 
sifying agent or the like may be added. An organic solvent such as hexane may also be used to enhance the efficiency 

45 of the reaction, in this case, however, the solvent must be removed, which may increase the production cost. 

[0044] After the synthetic reaction of the sterol fatty acid ester is completed, inactivation of the enzyme, dehydration 
and removal of the enzyme protein are performed. The inactivation of the enzyme is achieved by stirring the reactants 
at 60 to 100°C for about 30 to 120 min. The dehydration is performed by treating the reactant at 60 to 120°C for a 
predetermined time period under reduced pressure. The removal of the enzyme protein can be achieved by filtration 

so using a conventional filter paper, filter cloth or any other type of filtration means. If the removal of the enzyme protein 
is insufficient, then deterioration in quality such as coloration of the sterol fatty acid ester may be caused by the heating 
in subsequent processes. Therefore, the enzyme protein must be removed completely. For more effective removal, it 
is preferred to previously add a filter aid, e.g., diatom earth, and then stirred and filtered. 

[0045] Next, the purification process (Step 221 through the last step) for the sterol fatty acid ester is explained. 
55 [0046] In the third invention, in order to produce a sterol fatty acid ester having qualities suitable for a food material, 
e.g., color, odor and taste, and superior in safety at low cost, the purification of the product given by the synthetic 
reaction should be performed carefully. Particularly when the purification is performed at high temperatures, generation 
of trans fatty acids and peroxides may occur. Therefore, the temperature conditions must be controlled strictly. 
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[0047] As a first purification step, a molecular distillation (Step 221 ) is performed to primarily remove the unreacted 
sterols and fatty acids (Step 222). The sterol fatty acid ester, i.e., reaction product, given after the removal of the 
enzyme protein of Step 220 contains various impurities Including unreacted sterols and fatty adds and other trace 
components, and these Impurities must be removed. 

5 [0048] In the third invention, molecular distillation (Step 221 ) is first performed to efficiently remove sterols and fatty 
acids. The sterol fatty add ester is given as a residue (Step 230), while unreacted sterols and fatty acids and parts of 
odorous components are removed as a distillate. The apparatus for the molecular distillation may be of falling film type, 
centrifugal type or any other type of short pass distillation apparatus. Any apparatus may be used as long as it can 
achieve the desired vacuum pressure and temperature and can remove the desired free sterols, free fatty acids and 

io other trace components. 

[0049] The molecular distillation is preferably performed at 133 Pa or lower and 100 to 300°C, more preferably at 
13.3 Pa or lower and 100 to 250°C. The molecular distillation may be performed repeatedly for several times. In this 
step, it is possible to remove odorous components which cannot be removed in the steam distillation (Step 241), i.e., 
the third step of the purification process. On the other hand, some heating odor may be generated in this step. In this 

15 case, additional molecular distillation (Step 221) is required prior to the steam distillation (Step 241) to produce the 
end product without odorous components efficiently. 

[0050] Subsequently, as a second purification step (Step 231), coloring components (Step 232) are primarily re- 
moved. 

[0051] The sterol fatty acid ester after the molecular distillation (Step 230) contains coloring components derived 
20 from the starting material and coloring components resulting from the heating during the distillation, as well as odorous 
components. In the third invention, to remove the coloring components efficiently, the sterol fatty acid ester is treated 
with an adsorbent (Step 231). 

[0052] The adsorbent includes those adsorbent conventionally used for purification of fats and oils, such as activated 
clay, acidic clay, activated carbon, silica, silica-magnesia and so on, and is preferably activated clay, activated carbon 

25 or silica. These may be used singly or in combination. The adsorbent is preferably added in an amount of 0.1 to 50 
wt%, more preferably 1 to 20 wt%, based on the weight of the sterol fatty acid ester to be treated. For more efficient 
decoloration, it is preferred to perform the treatment with the adsorbent in a non-polar solvent such as hexane. The 
solvent Is preferably used in 0. 1 to 50 volumes, more preferably 0.5 to 20 volumes, of the material to be treated. When 
a non-polar solvent is not used, the decoloration is performed by adding the adsorbent to the material to be treated 

30 and then stirring at 40 to 150°C for a predetermined time period. This procedure may be performed under normal 
atmospheric pressure. However, to prevent the deterioration of the material to be treated and decolor It more effectively, 
the procedure is preferably performed under reduced pressure. A lower pressure Is preferred, such as 1 3.3 kPa or lower. 
[0053] After the treatment, the adsorbent is removed by filtration using any conventional filtrating means, such as a 
filter paper, a fitter cloth or any other filtration means. For more effective removal, it is preferred to previously add a 

35 filter aid (e.g., diatom earth), and then stirred and filtered. The reaction mixture is then stirred and filtrated, thereby 
achieving the removal of the adsorbent more effectively. In the case where a non-polar solvent is used, it is preferred 
to dissolve the material to be treated in the non-polar solvent previously, and then add the adsorbent thereto and stir 
the resulting reaction mixture at 0 to 60°C for a predetermined time period. The adsorbent is removed in the same 
manner as stated above, and then the non-polar solvent is removed by distillation. When the more complete removal 

40 of the coloring components is required or the material to be decolored has a darker color, it is preferred to repeat the 
treatment with the adsorbent for several times. In this case, additional any adsorbent may be added after the filtration 
of the preceding adsorbent and then another round of procedure is performed in the same manner. When a non-polar 
solvent is used, additional any adsorbent may be added after the proceeding round of addition of an adsorbent, stirring 
and filtration without the need of removal of the solvent, and then the subsequent round is performed. The solvent is 

45 removed after filtration In the final round is completed. 

[0054] Alternatively, the material given after the molecular distillation may be treated with an acid or alkali prior the 
treatment with the adsorbent, thereby achieving the decoloration more effectively. In this case, the material to be treated 
may be dissolved in a non-polar solvent, e.g., hexane, to make the material in a micellar state, and then treated with 
an acid or alkali. 

50 [0055] In this step, additional odorous components may be generated or attached to the sterol fatty acid ester. In 
this case, the treatment with the adsorbent (Step 231 ) is required to be performed after the molecular distillation (Step 
221) and prior to the steam distillation (Step 241). 

[0056] As the final, third purification step, steam distillation (Step 241) is performed to remove odorous components 
(Step 242) or the like. For use as a food material, the sterol fatty acid ester after the decoloration is required to remove 
55 odorous components derived from the starting material or generated in the proceeding steps. When the decoloration 
is performed using an organic solvent, the organic solvent may remain in the product even after the removal of the 
solvent. Therefore, the remaining organic solvent must be removed completely. Steam distillation (Step 241) makes it 
possible to remove the odorous components and the remaining organic solvent in the product. 



15 

YSDOC1D: <EP 1209239A2_L> BNS page 15 



EP 1 209 239 A2 



[0057] In the steam distillation, any type of apparatus may be used, including those of continuous type, semi-con- 
tinuous type and batch type. The steam distillation is desirable to perform under the conditions of 13 3 kPa or lower 
and SO to 200°C, preferably 1 3.3 kPa or lower and 50 to 1 50*C. The steam distillation may be repeated for several times 
[0058] It is generally known that steam distillation at higher temperatures for the purpose of deodorization markedly 
5 accelerates the generation of trans fatty acids. Accordingly, in the third invention, it is important to perform the steam 
distillation at least at 200°C or lower, preferably at 150°C or lower. As stated previously, in order to completely remove 
the odorous components which cannot be removed only through the steam distillation, it is required to perform both 
of the steam distillation and the molecular distillation. In this case, it is important to perform the molecular distillation 
prior to the steam distillation. 

to [0059] The sterol fatty acid ester (Step 250), the end product of the third invention, is almost tasteless, odorless and 
colorless or pale yellow in color and has a reduced trans fatty acid content and superior safety, and therefore is suitable 
for a daily food material, a hearth food material and a pharmaceutical material. The sterol fatty acid ester has the 
potential effect of reducing cholesterol level. Accordingly, the sterol fatty acid ester is expected to be used, as a func- 
tional material, in daily food products, e.g., margarine and dressing, and health food products and, in the future in 

is pharmaceuticals. 



DESCRIPTION OF THE PREFERRED EMBODIMENTS 



[0060] The present invention will be described more in detail by way of the following examples. The present invention 
20 however, is not limited to these specific examples. 

(A) Examples of the first aspect of the present invention will be described hereinbelow. 
Example 1 



25 



30 



35 



40 



45 



[0061] Soybean oil deodorizer distillate (sterol content: 13 wt%) (200 g) was added with water (100 g), and lipase 
powder originated from a microorganism of the genus Candida (360,000 units/g: "Lipase OF", a product by Meito 
Sangyo Co.. Ltd.) (2.0 g) was further added thereto while stirring at 40°C. The resulting mixture was allowed to react 
at 40°C for 24 hours while stirring. The reaction mixture was heated to 80°C and stirred at that temperature for 30 min 
to inactivate the enzyme. The reaction product was dehydrated at 80°C under reduced pressure. The resulting product 
was added with diatom earth (1.0 g), stirred, and then filtered to remove the enzyme protein. The resultant product - 
was subjected to molecular distillation using a centrifugal molecular distillation apparatus at a vacuum pressure of 1 5 
Pa, an evaporating surface temperature of 230«C and a flow rate of 2.0 Vhr to give a sterol fatty acid ester without 
impurities including free fatty acids (33 g). For the treatment with an adsorbent, the sterol fatty acid ester was dissolved 
in five volumes (based on the residue) of hexane, added with 20 wt% (based on the residue) of activated clay and 
then stirred at room temperature for 30 min. The resulting solution was filtered to remove the activated clay having 
coloring components adsorbed thereon, and the filtrate was evaporated using an evaporator to remove the solvent 
thereby giving the sterol fatty acid ester without coloring components (27 g). Finally, the sterol fatty acid ester was 
subjected to steam distillation using a batch-type steam distillation apparatus under the condition of a vacuum pressure 
of 500 Pa, a distillation temperature of 1 50°C and a distillation time of 2 hours, thereby giving the sterol fatty acid ester 
without odorous components (26 g) as the end product. The sterol fatty acid ester was almost tasteless odorless and 
pale yellow in color. The analytic results are shown in Table 1 . 

[0062] The sterol fatty acid ester was mixed with soybean oil in an amount of 1 00 wt% based on the weight of the 
sterol fatty acid ester, and a product having good fluidity was obtained. 

Example 2 



[0063] Soybean oil deodorizer distillate (sterol content: 1 3 wt%) (200 g) was added with water (50 g), and thermosta- 
ble lipase powder originated from a microorganism of the genus Rhizopus (10,000 units/g; Talipase", a product by 
Tanabe Seiyaku Co., Ltd.) (3.0 g) was further added thereto while stirring at 40°C. The resulting mixture was allowed 
to react at 50°C for 24 hours while stirring. The reaction mixture was heated to 90°C and stirred at that temperature 
for 30 min. to inactivate the enzyme. The product was dehydrated at 80°C under reduced pressure. The resulting 
product was added with diatom earth (1 .0 g). stirred, and then filtered to remove the enzyme protein. The resultant 
product was subjected to molecular distillation using a centrifugal molecular distillation apparatus at a vacuum pressure 
of 1 .5 Pa, an evaporating surface temperature of 230°C and a flow rate of 2.0 Vhr to give a sterol fatty acid ester without 
impurities including free fatty acids (31 g). For the treatment with an adsorbent, the sterol fatty acid ester was dissolved 
in five volumes (based on the residue) of hexane, added with 20 wt% (based on the residue) of silica gel, and then 
stirred at room temperature for 30 min. The resulting solution was filtered to remove the silica gel having coloring 
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components adsorbed thereon, and the filtrate was evaporated using an evaporator to remove the solvent, thereby 
giving the sterol fatty acid ester without coloring components (25 g). Finally, the sterol fatty acid ester was subjected 
to steam distillation using a batch-type steam distillation apparatus under the conditions of a vacuum pressure of 500 
Pa, a distillation temperature of 1 50°C and a distillation time of 2 hours, thereby giving the sterol fatty acid ester without 
5 odorous components (24 g) as the end product. The sterol fatty acid ester was almost tasteless, odorless and pale 
yellow In color The analytic results are shown in Table 1 . 

Example 3 

10 [0064] Rapeseed vegetable oil deodorizer distillate (sterol content: 8 wt%) (200 g) was added with water (100 g), 
and lipase powder originated from a microorganism of the genus Candida (360,000 units/g: "Lipase OF", a product by 
Meito Sangyo Co., Ltd.) (2.0 g) was further added thereto while stirring at 40°C. The resulting mixture was allowed to 
react at 40°C for 24 hours while stirring. The reaction mixture was heated to 80°C and stirred at that temperature for 
30 min. to inactivate the enzyme. The reaction product was dehydrated at 80°C under reduced pressure. The resulting 

15 product was added with diatom earth (1 .0 g), stirred, and then filtered to remove the enzyme protein. The resultant 
product was subjected to molecular distillation using a centrifugal molecular distillation apparatus at a vacuum pressure 
of 1 .5 Pa, an evaporating surface temperature of 230°C and a flow rate of 2.0 Imr to give a sterol fatty acid ester without 
impurities including free fatty acids (28 g). For the treatment with an adsorbent, the sterol fatty acid ester was dissolved 
in five volumes (based on the residue) of hexane, added with 20 wt% (based on the residue) of activated carbon, and 

20 then stirred at room temperature for 30 min. The resulting solution was filtered to remove the activated carbon having 
coloring components adsorbed thereon, and the filtrate was evaporated using an evaporator to remove the solvent, 
thereby giving the sterol fatty acid ester without coloring components (22 g). Finally, the sterol fatty acid ester was 
subjected to steam distillation using a batch-type steam distillation apparatus under the condition of a vacuum pressure 
of 500 Pa, a distillation temperature of 150°C and a distillation time of 1 hour, thereby giving the sterol fatty acid ester 

25 without odorous components (21 g) as the end product. The sterol fatty acid ester was almost tasteless, odorless and 
pale yellow in color. The analytic results are shown in Table 1 . 

Example 4 

30 [0065] Palm vegetable oil deodorizer distillate (sterol content: 11 wt%) (200 g) was added with water (1 00 g), and 
lipase powder originated from a microorganism of the genus Candida (360,000 units/g: "Lipase OF", a product by Meito 
Sangyo Co., Ltd.) (2.0 g) was further added thereto while stirring at 40°C. The resulting mixture was allowed to react 
at 40°C for 24 hours while stirring. The reaction mixture was heated to 80°C and stirred at that temperature for 30 min. 
to inactivate the enzyme. The reaction product was dehydrated at 80°C under reduced pressure. The resulting product 

35 was added with diatom earth (1.0 g), stirred, and then filtered to remove the enzyme protein. The resultant product 
was subjected to molecular distillation using a centrifugal molecular distillation apparatus at a vacuum pressure of 1 .5 
Pa, an evaporating surface temperature of 230°C and a flow rate of 2.0 l/hr to give a sterol fatty acid ester without 
impurities including free fatty acids (32 g) . For the treatment with an adsorbent, the sterol fatty acid ester was dissolved 
in five volumes (based on the residue) of hexane, added with 20 wt% (based on the residue) of activated clay, and 

to then stirred at room temperature for 30 min. The resulting solution was filtered to remove the activated clay having 
coloring components adsorbed thereon, and the filtrate was evaporated using an evaporator to remove the solvent, 
thereby giving the sterol fatty acid ester without coloring components (21 g). Finally, the sterol fatty acid ester was 
subjected to steam distillation using a batch-type steam distillation apparatus under the conditions of a vacuum pressure 
of 500 Pa, a distillation temperature of 150°C and a distillation time of 1 hour, thereby giving the sterol fatty acid ester 

45 without odorous components (20 g) as the end product. The sterol fatty acid ester was almost tasteless, odorless and 
pale yellow in color. The analytic results are shown in Table 1 . 

Comparative Example 1 

so [0066] A soybean-derived sterol (sterol content: 95 wt%) (1 00 g) was mixed with linolenic acid (linolentc acid content: 
97%) (200 g), and then lipase powder originated from a microorganism of the genus Candida (360,000 units/g: "Lipase 
OR, a product by Meito Sangyo Co., Ltd.) (2.0 g) was further added thereto while stirring at 40°C. The resulting mixture 
was subjected to synthetic reaction at 40°C for 36 hours while stirring, followed by molecular distillation using a falling 
film molecular distillation apparatus and then treatment with activated carbon, thereby giving a sterol fatty acid ester 

55 (68 g). The sterol fatty acid ester had a characteristic pungent odor and was brown in color. The analytic results are 
shown in Table 1 . 
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Comparative Example 2 
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[0067] A soybean-derived steroi (sterol content: 95 wt%) (1 00 g) was mixed with linolenic acid (linolenic acid content* 
97%) (200 g), and then lipase powder originated from a microorganism of the genus Candida (360,000 units/g: "Lipase 
OP , a product by Meito Sangyo Co., Ltd.) (2.0 g) was further added thereto while stirring at 40° C. The resulting mixture 
was subjected to synthetic reaction at 40«C for 24 hours while stirring, followed by inactivation of the enzyme, dehy- 
dration and removal of the enzyme protein. The product was subjected to molecular distillation using a centrifugal 
molecular distillation apparatus. The residue was added with five volumes of hexane and 20 wt% of activated carbon 
and then stirred. Finally, the resulting product was subjected to steam distillation to give a sterol fatty acid ester (59 g). 
The sterol fatty acid ester was almost tasteless, odorless and pale yellow in color. However, the starting material was 
very expensive compared with that used in Example 1 and, therefore, the production cost was over 10 times higher 
than that of Example 1 . The analytic results are shown in Table 1 . 

[0068] In Examples 1 to 4, since an inexpensive vegetable oil deodorizer distillate such as soybean oil deodorizer 
distillate, rapeseed vegetable oil deodorizer distillate and palm vegetable oil deodorizer distillate is used as the starting 
material, the production cost can be reduced to a great extent. In addition, as shown in Table 1 , a sterol fatty acid esters 
with almost tasteless and odorless and pale yellow in color which have a peroxide value of 1 5 or lower, an acid value 
of 3 or lower and a Gardner color scale of 8 or lower can be produced. 

[0069] In Comparative Example 1 , on the contrary, a soybean-derived sterol and linolenic acid are used as the starting 
materials, and are treated by esterification reaction followed by molecular distillation and treatment with an adsorbent 
The cost of the raw materials is expensive, and the sterol fatty acid ester as the end product has a characteristic 
pungent odor and brown color, which is not appropriate as a food material. 

[0070] In Comparative Example 2, a soybean-derived sterol and linolenic acid are used as the starting materials 
and are treated in the same manner as in Example 1 . Although the sterol fatty acid ester as the end product is tasteless, 
odorous and pale yellow in color and therefore is suitable as a food material, the production cost is over 1 0 times higher 
than that of Example 1. Accordingly, Comparative Example 2 is largely impractical compared with Examples 1 to 4. 

Table 1 





Ex.t 


Ex.2 


Ex.3 


Ex.4 


C.Ex.1 


C.Ex.2 


Sterol fatty 
acid ester 
content 
(wt%) 


94.2 


92.8 


92.7 


91.9 


90.4 


92.4 


Peroxide 
value 


3.2 


6.4 


4.7 


2.9 


18.2 


2.8 


Acid value 


0.2 


0.6 


0.4 


0.4 


2.6 


0.9 


Color 
(Gardner) 


4- 


5- 


5+ 


4- 


9+ 


5+ 


Odor 


almost 
odorless 


almost 
odorless 


almost 
odorless 


aimost 
odorless 


characteristic 
pungent odor 


almost 
odorless 



V 



55 



(B) Examples of the second aspect of the present invention will be described hereinbelow. 
Example 5 

[0071 ] Soybean oil deodorizer distillate (sterol content: 1 2.3 wt%) (200 g) was added with a 0.2N solution of potassium 
hydroxide (KOH) in ethanol (1 0 ml), and stirred at 60°C for 2 hours to hydrolyze fatty acid esters including triacylglycerol. 
The reaction solution was neutralized with 0.4N hydrochloric acid, washed with water to remove ethanol, KCI, KOH 
and glycerin, and then subjected to dehydration at 80°C under reduced pressure. The resulting product was subjected 
to molecular distillation using a centrifugal molecular distillation apparatus at a vacuum pressure of 1 .5 Pa and an 
evaporating surface temperature of 170°C to primarily remove fatty acids as a distillate and collect the residue as a 
sterol-containing fraction (28 g). 

[0072] The sterol-containing fraction (25 g) was mixed with purified soybean oil (50 g), and a suspension of lipolytic 
enzyme powder originated from a microorganism of the genus Pseudomonas (50,000 units/g: "Lipase TL\ a product 
by Meito Sangyo Co., Ltd.) (1 .0 g) in water (25 ml) was further added thereto. The resulting mixture was subjected to 
a synthetic reaction of a sterol fatty add ester at 40°C for 24 hours while stirring. The reaction solution was heated to 



18 

NSDOCID: <EP 1209239A2J_> 



BNS page 1 



EP1 209 239 A2 



80°C and stirred at that temperature for 30 min. to inactivate the enzyme. The reaction product was washed with hot 
water, dehydrated at 80°C under reduced pressure, added with diatom earth (1 .0 g). stirred, and then filtered to remove 
the enzyme protein. 

[0073] As the first purification step, the resulting product was subjected to molecular distillation using a centrifugal 
5 molecular distillation apparatus at a vacuum pressure of 1.5 Pa and an evaporating surface pressure of 230°C to 
remove unreacted fatty acids and sterols as a distillate. As the second purification step, the residue containing a sterol 
fatty acid ester was added with activated clay in an amount of 1 0 wt% based on the weight of the residue. The mixture 
was stirred at 80°C for 30 min. under reduced pressure and then filtered to remove the activated clay having coloring 
components adsorbed thereon. Finally, as the third purification step, the resulting product was subjected to steam 
*o distillation under conditions of a vacuum pressure of 500 Pa, a distillation temperature of 150°C and a distillation time 
of 1 hour, thereby giving a sterol fatty acid ester without odorous components (34 g) as the end product. 
[0074] The sterol fatty acid ester was almost tasteless, odorless and pale yellow in color, and had a melting point of 
30. 1 °C and a trans fatty acid content in the constitutive fatty acids of 1 .2 wt%. The analytic results are shown in Table 2. 

*5 Example 6 

[0075] A product given by the same hydrolysis procedure with potassium hydroxide in ethanol as in Example 5 was 
subjected to molecular distillation using a centrifugal molecular distillation apparatus at a vacuum pressure of 1 .5 Pa 
and an evaporating surface temperature of 1 70°C to primarily remove fatty acids as a distillate and collect the residue 
20 as a sterol-containing fraction. The sterol-containing fraction was subjected to additional molecular distillation at a 
vacuum pressure of 1 .5 Pa and an evaporating surface temperature of 230°C, thereby giving a sterol-containing fraction 
as a distillate (22 g). 

[0076] The sterol-containing fraction (20 g) was mixed with purified soybean oil (40 g), and a suspension of lipolytic 
enzyme powder originated from a microorganism of the genus Alcaligenes (90,000 units/g: "Lipase PC", a product by 
25 Meito Sangyo Co., Ltd.) (0.4 g) in water (20 ml) was further added thereto. The resulting mixture was subjected to a 
synthetic reaction of a sterol fatty acid ester at 40°C for 24 hours while stirring. The reaction solution was subjected to 
enzyfne inactivation, washing with hot water, dehydration and removal of enzyme protein in the same manner as in 
Example 1 . 

[0077] The resulting product was subjected to molecular distillation (i.e., the first purification step) treatment with an 
30 adsorbent (i.e., the second purification step) and steam distillation (i.e., the third purification step) in the same manner 
as In Example 5, thereby giving a sterol fatty acid ester (29 g). 

[0078] The sterol fatty acid ester was almost tasteless, odorless and almost colorless and had a melting point of 
31 .5°C and a trans fatty acid content in the constitutive fatty acids of 1 .3 wt%. The analytic results are shown in Table 2. 

35 Example 7 

[0079] A sterol-containing fraction (25 g) collected in the same manner as in Example 5 was mixed with purified 
rapeseed oil (50 g), and a suspension of lipolytic enzyme powder originated from a microorganism of the genus Mucor 
(80,000 units/g) (0.5 g) in water (25 ml) was further added thereto. The resulting mixture was subjected to a synthetic 

*o reaction of a sterol fatty acid ester at 40°C for 24 hours while stirring. The reaction solution was subjected to enzyme 
inactivation, washing with hot water, dehydration and removal of enzyme protein in the same manner as In Example 1 . 
[0080] The resulting product was subjected to molecular distillation (i.e., the first purification step) treatment with an 
adsorbent (i.e., the second purification step) and steam distillation (i.e., the third purification step) in the same manner 
as in Example 5, thereby giving a sterol fatty acid ester (35 g). 

45 [0081] The sterol fatty acid ester was almost tasteless, odorless and pale yellow in color, and had a melting point of 
3 1 .2 Q C and a trans fatty acid content in the constitutive fatty acids of 1 .0 wt%. The analytic results are shown in Table 2. 

Example 8 

so [0082] A sterol-containing fraction (25 g) collected in the same manner as in Example 5 was mixed with purified olive 
oil (50 g), and a suspension of lipolytic enzyme powder originated from a microorganism of the genus Candida (360,000 
units/g: "Lipase OP, a product by Meito Sangyo Co., Ltd.) (0.2 g) in water (25 ml) was further added thereto. The 
resulting mixture was subjected to a synthetic reaction of a sterol fatty acid ester at 40°C for 24 hours while stirring. 
The reaction solution was subjected to enzyme inactivation, washing with hot water, dehydration and removal of enzyme 

55 protein in the same manner as in Example 5. 

[0083] The resulting product was subjected to molecular distillation (i.e., the first purification step) treatment with an 
adsorbent (i.e., the second purification step) and steam distillation (i.e., the third purification step) in the same manner 
as in Example 5, thereby giving a sterol fatty acid ester (36 g). 
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[0084] The sterol fatty acid ester was almost tasteless, odorless and pate yellow In color, and had a melting point of 
34.7°C and a trans fatty acid content in the constitutive fatty acids of 0.4 wt%. The analytic results are shown in Table 2. 

Example 9 

5 

[0085] A sterol-containing fraction (25 g) collected in the same manner as in Example 5 was mixed with purified palm 
oil (50 g), and a suspension of lipolytic enzyme powder originated from a microorganism of the genus Rhizopus (60,000 
units/g: "Talipase", a product by Tanabe Seiyaku Co., Ltd.) (0.5 g) in water (25 ml) was further added thereto. The 
resulting mixture was subjected to a synthetic reaction of a sterol fatty acid ester at 60°C for 12 hours while stirring. 
io The reaction solution was subjected to enzyme inactivation, washing with hot water, dehydration and removal of enzyme 
protein in the same manner as in Example 5. 

[0086] The resulting product was subjected to molecular distillation (i.e., the first purification step), treatment with an 
adsorbent (i.e., the second purification step) and steam distillation (i.e., the third purification step) in the same manner 
as in Example 5, thereby giving a sterol fatty acid ester (32 g). 
is [0087] The sterol fatty acid ester was almost tasteless, odorless and pale yellow in color, and had a melting point of 
68.5°C and a trans fatty acid content in the constitutive fatty acids of 0.2 wt%. The analytic results are shown in Table 2. 

Example 10 

20 [0088] A sterol-containing fraction (25 g) collected in the same manner as in Example 5 was mixed with purified tuna 
oil (50 g) p and a suspension of lipolytic enzyme powder originated from a microorganism of the genus Mucor (80,000 
units/g) (0.5 g) in water (25 ml) was further added thereto. The resulting mixture was subjected to a synthetic reaction 
of a sterol fatty acid ester at 40°C for 24 hours while stirring. The reaction solution was subjected to enzyme inactivation, 
washing with hot water, dehydration and removal of enzyme protein in the same manner as In Example 5. 

25 [0089] The resulting product was subjected to molecular distillation (i.e. , the first purification step), treatment with an 
adsorbent (i.e., the second purification step) and steam distillation (i.e., the third purification step) in the same manner 
as in Example 5, thereby giving a sterol fatty acid ester (35 g). 

[0090] The sterol fatty acid ester was almost tasteless, odorless and pale yellow in color, and had a melting point of 
1 5. 1 °C and a trans fatty acid content in the constitutive fatty acids of 1 .8 wt%. The analytic results are shown in Table 2 

30 

Comparative Example 3 

[0091 ] The same soybean oil deodorizer distillate (sterol content: 1 2.3 wt%) as used in Example 5 (200 g) was added 
with a suspension of lipolytic enzyme powder originated from a microorganism of the genus Pseudomonas (50,000 
35 units/g) (4.0 g). The resulting mixture was subjected to a synthetic reaction of a sterol fatty acid ester at 40°C for 48 
hours while stirring. The reaction solution was washed with hot water, dehydrated at 1 00°C and then filtered to remove 
the enzyme protein. 

[0092] The resulting product was subjected to molecular distillation using a centrifugal molecular distillation apparatus 
at a vacuum pressure of 1.5 Pa and an evaporating surface temperature of 230°C, thereby giving a sterol fatty acid 
40 ester (43 g). The sterol fatty acid ester had very strong bitter taste and strong fetid odor and brown color. It had a 
melting point of 29.8°C, a trans fatty acid content in the constitutive fatty acids of 4.8 wt% and a sterol fatty acid ester 
content of 59.2 wt%. The analytic results are shown in Table 3. 

Comparative Example 4 

45 

[0093] The same soybean oil deodorizer distillate (sterol content: 1 2.3 wt%) as used in Example 5 (200 g) was added 
with a suspension of lipolytic enzyme powder originated from a microorganism of the genus Alcafigenes (90,000 units/ 
g: "Lipase PL", a product by Meito Sangyo Co., Ltd.) (0.6 g). The resulting mixture was subjected to a synthetic reaction 
of a sterol fatty acid ester at 40°C for 24 hours while stirring. The reaction solution was washed with hot water, deny- 
so drated at 100°C and then filtered to remove the enzyme protein. 

[0094] The resulting product was subjected to molecular distillation using a centrifugal molecular distillation apparatus 
at a vacuum pressure of 1 .5 Pa and an evaporating surface temperature of 230 # C to remove unreacted fatty acids and 
sterols as a distillate. The residue was subjected to steam distillation using a batch-type steam distillation apparatus 
under conditions of a vacuum pressure of 1 kPa, a distillation temperature of 250°C and a distillation time of 2 hours, 
55 thereby giving a sterol fatty acid ester (41 g). The sterol fatty acid ester had weak bitter taste, burnt odor and dark 
yellow color. It had a melting point of 30.5°C, a trans fatty acid content in the constitutive fatty acids of 7.5 wt%, and a 
sterol fatty acid ester content of 58.9 wt%. The analytic results are shown in Table 3. 
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Comparative Example 5 

[0095] The vegetable oil deodorizer distillate was subjected to hydrolysis of fatty acid esters, molecular distillation 
and synthesis reaction of a sterol fatty acid ester in the same manner as In Example 5. The resulting product was 
dehydrated and then subjected to molecular distillation using a centrifugal molecular distillation apparatus at a vacuum 
pressure of 1 .5 Pa and an evaporating surface temperature of 230°C to remove unreacted fatty acids and sterols as 
a distillate. The residue was subjected to steam distillation using a batch-type steam distillation apparatus under con- 
ditions of a vacuum pressure of 500 Pa, a distillation temperature of 150°C and a distillation time of 1 hour. The resulting 
product was added with activated clay in an amount of 1 0 wt% based on the weight of the product, stirred at 80°C for 
30 min. under reduced pressure, and then filtered, thereby giving a sterol fatty acid ester (35 g). 
[0098] The sterol fatty acid ester was pale yellow in color, but had bitter taste and fetid odor. It had a melting point 
of 30.6°C, a trans fatty acid content in the constitutive fatty acids of 1 .7 wt% and a sterol fatty acid ester content of 
95.2 wt%. The analytic results are shown in Table 3. 



Table 2 









Ex.5 


Ex.6 


Ex.7 


Ex.8 


Ex.9 


Ex.10 


20 


Sterol fatty 
acid ester 
content 


TLC-FID 

% 


95.8 


95.2 


96.1 


95.9 


96.1 


94.7 




Peroxide 

value 

(POV) 


meq/kg 


1.5 


2.1 


1.2 


1.9 


1.8 


2.3 


25 


Acid value 
(AV) 


mg-KOH/g 


0.2 


0.3 


0.2 


0.2 


0.3 


0.3 




Co!6r 


Gardner 
scale 


4 


2 


4 


4 


4 


5 


30 


Odor 


Sensory 
test 


almost 
odorless 


almost 
odorless 


almost 
odorless 


almost 
odorless 


almost 
odorless 


almost 
odorless 




Taste 


Sensory 
test 


tasteless 


tasteless 


tasteless 


tasteless 


tasteless 


tasteless 


35 


Trans fatty 

acid 

content 


GC area% 


1.2 


1.3 


1.0 


0.4 


0.2 


1.8 


40 


Melting 
point 


°c 


30.1 


31.5 


31 .2 


34.7 


68.5 


15.1 



Table 3 





C.Ex.3 


C.Ex.4 


C.Ex.5 


Sterol fatty acid ester content 


TLC-FID % 


59.2 


58.9 


95.2 


Peroxide value (POV) 


meq/kg 


15.6 


3.6 


4.3 


Acid value (AV) 


mg-KOH/g 


2.6 


0.8 


0.5 


Color 


Gardner scale 


16 


12 


5 


Odor 


Sensory test 


strong fetid odor 


fetid odor 


fetid odor 


Taste 


Sensory test 


very strong bitter taste 


weak bitter taste 


weak bitter taste 


Trans fatty acid content 


GC area % 


4.8 


7.5 


1.7 


Melting point 


°C 


29.8 


30.8 


30.6 



(C) Examples of the third aspect of the present invention will be described hereinbelow. 



4SDOCIO <EP 1209239A2J_» 



21 



BNS page 21 



EP 1 209 239 A2 



Example 1 1 

hydrox.de (KOH) .n ethanol (5 ml), and st.n-ed at 60«C for 2 hours to hydrolyze fatty acid esters including triacylglycerol 
The reaction solution was neutralized with 0.4N hydrochloric acid, washed with water to remove ethanol. KCI, KOH 
and glycenn, and then dehydrated at 80'C under reduced pressure. The resulting product was added with a suspension 

r P °w er f, aPab ' e ?~ 6leCtiVe,y aCti " 9 °" CiS ,atty acWB from a microorganism of the genus 

Candrta (360.000 unite/g: "Lipase OR. a product by Meito Sangyo Co.. Ltd.) (0.15 g) in water (25 ml). The resulting 
rn.xt.ure was subjected to a synthetic reaction of a sterol fatty acid ester at 40-C for 24 hours while stirring. The reaction 
solution was heated to 80'C and stirred at that temperature for 30 min. to inactivate the enzyme. The reaction product 
was washed with hot water, dehydrated at 80°C under reduced pressure, added with diatom earth (1 0 g) stirred and 
then filtered to remove the enzyme protein. 

[0098] As the first purification step, the resulting product was subjected to molecular distillation using a centrifugal 
molecular dstillauon apparatus at a vacuum pressure of 1.5 Pa and an evaporating surface pressure of 230° C to 
remove unreacted fatty adds and sterols as a distillate. As the second purification step, the residue was added with a 
mixture of activated clay and silica gel (1 : 1 by weight) in an amount of 1 0 wt% based on the weight of the residue The 
mixture was stirred at 80-C for 30 min. under reduced pressure and then filtered to remove the activated clay having 
coloring components adsorbed thereon. Finally, as the third purification step, the resulting product was subjected to 
steam distillation using a batch-type steam distillation apparatus under conditions of a vacuum pressure of 500 Pa a 
distillation temperature of 1 50-C and a distillation time of 1 hour, thereby giving a sterol fatty acid ester without odorous 
components (19 g) as the end product. 
[0099] The sterol fatty acid ester was almost tasteless, odorless od pale yellow in color, and had a trans fatty acid 
content in the constitutive fatty acids of 1 .4 wt%. The analytic resut* are shown in Table 4. 

2s Example 12 



w 



15 



20 



30 



35 



[0100] Soybean oil deodorizer distillate (sterol content: 12.3 wt% ? (100 g) was treated in the same manner as in 
Exampte 11 to hydrolyze the fatty acids therein. The resultant prod^.t was dehydrated, and added with a suspension 
of lipolytic e "^T e it P ° W ^ r , Ca f able ° f se,ective, y acti "9 °n els fatty -ids originated from a microorganism of the genus, 
Mucor (80,000 units/g) (0.7 g) in water (25 ml). The resulting mix*.* was subjected to a synthetic reaction of a sterol 
fatty acid ester at 40»C for 24 hours while stirring. The reaction so.-rtion was heated to 80'C and stirred at thattem- 
perature for 30 min. to Inactivate the enzyme. The reaction produc, was washed with hot water, dehydrated at 80°C 
m-S, ^ Pressure, added with diatom earth (1 .0 g), stirred, and then filtered to remove the enzyme protein 
l V i ,* resu,ting product was sub Jected to molecular distilla^on (i.e., first purification step), treatment with an 
adsorbent ,.e second purification step) and steam distillation (i.e. . third purification step) in the same manner as in 
Example 1 1 , thereby giving a sterol fatty acid ester (1 7 g). 
[0102] The sterol fatty acid ester was almost tasteless, odorless i-id pale yellow in color, and had a trans fatty acid 
content in the constitutive fatty acids of 1 .1 wt%. The analytic resuw are shown in Table 4. 

40 Comparative Example 6 

[0103] Soybean oil deodorizer distillate (sterol content: 12.3 wt%- (100 g) was subjected to hydrolysis of fatty acid 
esters in the same manner as in Example 1 1 and then dehydrated. The resulting product was added with a suspension 
of lipolytic enzyme powder having no selective activity originated frcm a microorganism of the genus Pseudomonas 
(50,000 unlts/g: 'Lipase TL". a product by Meito Sangyo Co., Ltd.) CO g) in water (25 ml). The resulting mixture was 
subjected to a synthetic reaction of a sterol fatty acid ester at 40T; for 24 hours while stirring. The reaction solution 
was heated to 80-C and stirred at that temperature for 30 min. to inactivate the enzyme. The reaction product was 
washed with hot water, dehydrated at 80*C under reduced pressure, added with diatom earth (1 .0 g) stirred and then 
filtered to remove the enzyme protein. 

[0104] The resulting product was subjected to molecular distillation (i.e., first purification step), treatment with an 
adsorbent (i.e., second purification step) and steam distillation (i.e., third purification step) in the same manner as in 
Example 11 , thereby giving a sterol fatty acid ester (1 7 g). 

[0105] The sterol fatty acid ester was almost tasteless, odorless and pale yellow in color, but had a trans fatty acid 
content in the constitutive fatty acids of 5.5 wt%. The analytic result* are shown in Table 4. 



45 
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Table 4 





Ex.11 


Ex.12 


C.Ex.6 


Sterol fatty acid ester content 


TLC-FID % 


96.8 


95.6 


94.9 


Peroxide value (POV) 


meq/kg 


1.6 


2.1 


1.9 


Acid value (AV) 


mg-KOH/g 


0.3 


0.4 


0.8 


Color 


Gardner scale 


4 


4 


5 


Odor 


Sensory test 


almost odorless 


almost odorless 


almost odorless 


Taste 


Sensory test 


tasteless 


tasteless 


tasteless 


Trans fatty acid content 


GC area % 


1.4 


1.1 


r 5.5 



[0106] According to the present invention, as described above, a vegetable oil deodorizer distillate derived from a 
plant oil is used as a starting material, the synthetic reaction of a sterol fatty acid ester is performed using a lipase as 
a catalyst under strictly controlled conditions, and the synthesized sterol fatty acid ester is purified through several 
steps of purification process in order to provide qualities suitable for a food material. Accordingly, the present invention 
has an advantage that an inexpensive dietary sterol fatty acid ester having a potential physiological activity and superior 
qualities. 

[01 07] Furthermore, according to the present invention, as another aspect, a vegetable oil deodorizer distillate which 
is produced as a distillate containing volatile components in the deodorization step (a step included in the purification 
process) of a vegetable oil is used as a starting material. Fatty acid esters, e.g., triacylgiycerol, in the vegetable oii 
deodorizer distillate are previously degraded by hydrolysis with a chemical catalyst, and fatty acids generated in the 
hydrolysis are then removed by the first molecular distillation to give a sterol-containing fraction. The sterol-containing 
fraction is added with a fat and oil primarily comprising triacylgiycerol. The mixture is used as the starting material and 
the synthetic reaction of a sterol fatty acid ester is performed using a lipolytic enzyme as a catalyst under strictly 
controlled conditions. The resulting product undergoes several steps of purification process in order to provide qualities 
suitable for a food material. In this manner, a highly safe, inexpensive dietary sterol fatty acid ester which contains little 
deteriorated fatty acids including trans fatty acids can be produced enzymatrcalry. 

[0108] Still further, according to the present Invention, as still another aspect, a vegetable oil deodorizer distillate 
which is produced as a distillate containing volatile components in the deodorization step (a step included in the puri- 
fication process) of a vegetable oil is used as a starting material. Fatty acid esters, e.g., triacylgiycerol, in the vegetable 
oil deodorizer distillate are previously degraded by hydrolysis with a chemical catalyst. The resulting product undergoes 
a synthetic reaction of a sterol fatty acid ester under strictly controlled conditions using a lipolytic enzyme capable of 
selectively acting on cis fatty acids as a catalyst. The resulting product undergoes several steps of purification process 
in order to provide qualities suitable for a food material, in this manner, a highly safe, inexpensive dietary sterol fatty 
acid ester which contains little trans fatty acids can be produced enzymatically. 



Claims 



1. A process for enzymatically producing a dietary sterol fatty acid ester using a lipolytic enzyme as a catalyst, the 
process comprising: 

providing a vegetable oil deodorizer distillate as a starting material, and performing a synthetic reaction of a 

sterol fatty acid ester from the vegetable oil deodorizer distillate using a lipolytic enzyme for a predetermined 

time period under the conditions where temperature and water content are controlled; 

performing inactivation of the enzyme, dehydration and removal of the enzyme protein; 

performing a molecular distillation to primarily remove unreacted sterols and fatty acids; 

treating the resulting product with an adsorbent to primarily remove coloring components; and then 

performing a steam distillation to primarily remove odorous components, 

the sterol fatly acid ester being physiologically active, superior in flavor properties and safety for food. 

2. The process for enzymatically producing a sterol fatty acid ester according to claim 1 , wherein the vegetable oil 
deodorizer distillate is from soybean which is produced in the refining process for soybean oil. 
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3. The process for enzymatically producing a sterol fatty acid ester according to claim 1 , wherein the lypolytic enzyme 
is a lipase or cholesterol esterase. 

4. The process for enzymatically producing a sterol fatty acid ester according to claim 1, wherein the lipase is a 
mesophilic lipase, and the synthetic reaction of a sterol fatty acid ester is performed at 30 to 50°C within 48 hours. 

5. The process for enzymatically producing a sterol fatty acid ester according to claim 1 ( wherein the lipase is a 
thermostable lipase, and the synthetic reaction of a sterol fatty acid ester is performed at 50 to 80°C within 24 hours. 

6. The process for enzymatically producing a dietary sterol fatty acid ester according to claim 1 , wherein the synthetic 
reaction of a sterol fatty acid ester is performed using a lipase in the presence of water in an amount of 0.1 wt% 
or more based on the weight of the starting material. 

7. The process for enzymatically producing a sterol fatty acid ester according to claim 1 , wherein the molecular 
distillation is performed using a molecular distillation apparatus at 133 Pa or lower and 100 to 300°C. 

8. The process for enzymatically producing a sterol fatty acid ester according to claim 1 , wherein the treatment with 
an adsorbent is performed using, as the adsorbent, activated clay, silica gel, activated carbon or a mixture of two 
or more of them in an amount of 0.1 to 50 wt% based on the weight of the materials to be treated in the presence 
of a non-polar solvent. 

9. The process for enzymatfcalry producing a sterol fatty acid ester according to claim 1 , wherein the steam distillation 
is performed at 13.3 kPa or lower and 50 to 250°C. 

10. The process for enzymattcally producing a sterol fatty acid ester according to claim 1 , wherein the end product 
sterol fatty acid ester has a sterol fatty acid ester content of 90 wt% or more, a peroxide value of 1 5 or lower, an 
acid value of 3 or lower and a Gardner color scale of 8 or lower and is almost odorless as determined by a sensory 
test. 

1 1 . A method for using a sterol fatty acid ester produced by a process as recited in claim 1 for food in the form where 
the sterol fatty acid ester is previously mixed with a fat and oil primarily comprising triacylglycerol. 

12. A process for producing a dietary sterol fatty acid ester comprising adding a lipolytic enzyme to a mixture of a 
sterol-containing fraction and a fat and oil primarily comprising triacylglycerol to produce a sterol fatty acid ester 
and then purifying the sterol fatty acid ester through a predetermined purification process, the process comprising: 

providing, as a source of sterols, a vegetable oil deodorizer distillate which is produced in the deodorization 
process of a vegetable oil ; 

performing hydrolysis of fatty acid esters in the vegetable oil deodorizer distillate; 

performing a first molecular distillation to primarily remove fatty acids to collect a sterol-containing fraction; 
performing a synthetic reaction of a sterol fatty acid ester using a mixture of the sterol-containing fraction and 
a fat and oil primarily comprising triacylglycerol as a starting material, with a lipolytic enzyme for a predeter- 
mined time period under the conditions where temperature and water content are controlled; 
as a first purification step, performing a second molecular distillation to primarily remove unreacted sterols 
and fatty acids; 

as a second purification step, treating the resulting product with an adsorbent to primarily remove coloring 
components; and then 

as a third purification step, performing steam distillation to primarily remove odorous components, while con- 
trolling the temperature for the purification to prevent the production of trans fatty acids, 
the sterol fatty acid ester being superior in physical properties, flavor properties and safety for food. 

13. The process for enzymaticaJly producing a sterol fatty acid ester according to claim 12, wherein the hydrolysis is 
performed for the purpose of removing easily trans fatty acids and deteriorated fatty acids such as oxidized fatty 
acids as their free states from the vegetable oil deodorizer distillate. 

14. The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein soybean oil deo- 
dorizer distillate which is produced in the refining process of soybean oil is used as the source of sterols. 
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15. The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein the hydrolysis is 
performed using an acidic or alkaline catalyst. 

16. The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein the first molecular 
distillation is performed at 13.3 Pa or lower and 100 to 200°C. 

17. The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein, in the first mo- 
lecular distillation, the reaction mixture is distilled at 1 3.3 Pa or lower and 1 00 to 200°C to collect a sterol-containing 
fraction as a residue and the sterol-containing fraction is then distilled at 13.3 Pa or lower and 170 to 250°C to 
collect a sterol-containing fraction as a distillate. 

18. The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein the synthetic 
reaction of a sterol fatty acid ester is performed using a lipolytic enzyme having an activity of hydrofyzing a sterol 
fatty acid ester as the lipolytic enzyme. 

19. The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein the synthetic 
reaction of a sterol fatty acid ester is performed using an enzyme capable of hydrolyzing a sterol fatty acid ester 
which is originated from a microorganism of the genus Pseudomonas as the lipolytic enzyme. 

20. The process for enzymatically producing a sterol fatty acid ester according to claim 1 2, wherein the lipolytic enzyme 
is a cholesterol esterase. 

21. The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein the synthetic 
reaction of a sterol fatty acid ester is performed using an enzyme having an activity of hydrolyzing triacylglycerol 

& as the lipolytic enzyme. 

22. The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein the synthetic 
reaction of a sterol fatty acid ester is performed using an enzyme capable of hydrolyzing triacylglycerol which is 
originated from a microorganism of the genus Candida as the lipolytic enzyme. 
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23. The process for enzymatically producing a sterol fatty acid ester according to claim 21 or 22, wherein the lipolytic 
enzyme is a lipase. 

24. The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein the synthetic 
35 reaction of a sterol fatty acid ester is performed at 30 to 60°C within 48 hours in the presence of water of 0.1 to 

50 wt% based on the weight of the fat and oil primarily comprising triacylglycerol. 

25. The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein the second mo- 
lecular distillation as the first purification step is performed at 13.3 Pa or lower and 100 to 250°C. 
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26. The process for enzymatically producing a sterol fatty acid ester according to claim 1 2, wherein the treatment with 
an adsorbent as the second purification step is performed at 100°C or lower using, as the adsorbent, activated 
clay, silica gel, activated carbon or a mixture of two or more of them in an amount of 0.1 to 50 wt% based on the 
weight of the material to be treated. 

27. The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein the steam distillation 
as the third purification step Is performed at 1330 Pa or lower and 50 to 150°C. 

28. The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein the end product 
sterol fatty acid ester has a sterol fatty add ester content of 90 wt% or more, a trans fatty acid content in the 
constitutive fatty acids of 2 wt% or lower, a peroxide value of 1 0 or lower, an acid value of 1 or lower and a Gardner 
color scale of 6 or lower and is almost odorless as determined by a sensory test. 

29. The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein soybean oil is 
used as the fat and oil primarily comprising triacylglycerol to be added to the sterol-containing fraction, and the 
end product sterol fatty acid ester has a melting point of 20 to 40°C and a trans fatty acid content in the constitutive 
fatty acids of 2 wt% or lower. 



25 



RMS naa<> 9F> 



EP 1 209 239 A2 



30. The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein rapeseed oil is 
used as the fat and oil primarily comprising triacylglycerol to be added to the sterol-containing fraction, and the 
end product sterol fatty acid ester has a melting point of 20 to 40°C and a trans fatty acid content in the constitutive 
fatty acids of 2 wt% or lower. 

5 

31 . The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein olive oil is used 
as the fat and oil primarily comprising triacylglycerol to be added to the sterol-containing fraction, and the end 
product sterol fatty acid ester has a melting point of 25 to 45°C and a trans fatty acid content in the constitutive 
fatty acids of 1 wt% or lower. 

10 

32. The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein palm oil is used 
as the fat and oil primarily comprising triacylglycerol to be added to the sterol-containing fraction, and the end 
product sterol fatty acid ester has a melting point of 40 to 100°C and a trans fatty acid content in the constitutive 
fatty acids of 1 wt% or lower 

15 

33. The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein palm oil is used 
as the fat and oil primarily comprising triacylglycerol to be added to the sterol-containing fraction, a thermostable 
lipolytic enzyme is used, and the end product sterol fatty acid ester has a melting point of 40 to 100°C and a trans 
fatty acid content in the constitutive fatty acids of 1 wt% or lower. 

20 

34. The process for enzymatically producing a sterol fatty acid ester according to claim 12, wherein a fish oil is used 
as the fat and oil primarily comprising triacylglycerol to be added to the sterol-containing fraction, and the end 
product sterol fatty acid ester has a melting point of -10 to 20°C and a trans fatty acid content in the constitutive 
fatty acids of 2 wt% or lower. 

25 

35. A process for enzymatically producing a dietary sterol fatty acid ester comprising adding a lipolytic enzyme to a 
mixture of a starting material containing sterols and a fat and oil primarily comprising triacylglycerol to produce a 
sterol fatty acid ester and then purifying the sterol fatty acid ester in a predetermined purification process, the 
process comprising: 

30 

providing, as a starting material, a vegetable oil deodorizer distillate which is produced in the deodorization 
process of a vegetable oil ; 

performing hydrolysis of fatty acid esters in the vegetable oil deodorizer distillate; 

performing a synthetic reaction of a sterol fatty acid ester from the mixture with a lipolytic enzyme capable of 
35 selectively acting on cis fatty acids for a predetermined time period under the conditions where temperature 

and water content are controlled; 

as a first purification step, performing molecular distillation to primarily remove unreacted sterols and fatty 
acids; 

as a second purification step, treating the resulting product with an adsorbent to primarily remove coloring 
40 components; and then 

as a third purification step, performing steam distillation to primarily remove odorous components, 
the sterol fatty acid ester being superior in flavor properties and safety. 

36. The process for enzymatically producing a sterol fatty acid ester according to claim 35, wherein soybean oil deo- 
45 dorizer distillate which is produced in the refining process of soybean oil is used as the starting material. 

37. The process for enzymatically producing a sterol fatty acid ester according to claim 35, wherein the hydrolysis is 
performed using an acidic or alkaline catalyst. 



36. The process for enzymatically producing a sterol fatty acid ester according to claim 35, wherein the synthetic 
reaction of a sterol fatty acid ester is performed using a lipolytic enzyme capable of selectively acting on cis fatty 
acids which is originated from a microorganism of the genus Candida or Mucor. 

39. The process for enzymatically producing a sterol fatty acid ester according to claim 35, wherein the synthetic 
reaction of a sterol fatty acid ester is performed at 30 to 60°C within 48 hours in the presence of water of 0.1 to 
50 wt% based on the weight of the starting material. 

40. The process for enzymatically producing a sterol fatty acid ester according to claim 35, wherein the molecular 
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distillation as the first purification step is performed at 13.3 Pa or lower and 1 00 to 250°C. 

The process for enzymatically producing a sterol fatty acid ester according to claim 35, wherein the treatment with 
an adsorbent as the second purification step is performed at 100°C or lower using, as the adsorbent, activated 
clay, silica gel, activated carbon or a mixture of two or more of them in an amount of 0.1 to 50 wt% based on the 
weight of the material to be treated. 

The process for enzymatically producing a sterol fatty acid ester according to claim 35, wherein the steam distillation 
as the third purification step is performed at 1330 Pa or lower and 50 to 150°C. 

The process for enzymatically producing a sterol fatty acid ester according to claim 35, wherein the end product 
sterol fatty acid ester has a sterol fatty acid ester content of 90 wt% or more, a trans fatty acid content in the 
constitutive fatty acids of 2 wt% or lower, a peroxide value of 1 0 or lower, an acid value of 1 or lower and a Gardner 
color scale of 6 or lower and is almost odorless as determined by a sensory test. 
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FIG.2 
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